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Novel antibodies useful because of having the binding specificity for ^-amyloid or derivatives thereof with 
p-amyloid actm$ as an lmmunogen, or monoclonal antibodies which recognize the N-terminus, C-terminus and central 
portion, respectively, of ^-amyloid. The combination of these antibodies provides an assay method whereby 3- 
anjyloid can be specifically determined with a high sensitivity. This method is useful for diagnosing diseases in 
which ^-amyloid or a derivative thereof participates, such as Alzheimer's disease, and the antibodies are useful for 
developing preventive or therapeutic agents for Alzheimer's disease. 
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5 tf-f Kfl&«#fiBSC (Amyloid Precursor Protein : J^Ts AP P t 

5 K (1-3 8) ) ££l#* : 1 
Asp-Ala-Gln-Phe-Arg-His-Asp-Ser-Gly-Tyr- 
Gl u-Va 1— Hi s-Hi s-Gl n-Lys-Leu-Va 1-Phe-Phe- 
Al a-G I u-As p-Va 1 -Gl y-Se r-Asn-Lys-Gl y-Al a- 
Ile-I I e-Gl y-Leu-Me t-Va 1-G1 y-GI y 
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IP-T^uJ K (1-3 9) 3 SB?iJ#^: 2 
As p-A 1 a-G 1 u-P h e-A r g-H i s-Asp-Ser-Gl y-Tyr- 
Gl u-Va 1-Hi s-Hi s-G ln-Lys-Leu-Val-Phe-Phe- 
Al a-G 1 u-As p-Va I-G 1 y-Se r-Asn-Ly s-G 1 y-Al a- 

Ile-Ile-Gly-Leu-Me t-Va 1-G!y-Gl y-Va 1 
(^-T^n^K (1-40) ) E^J##: 3 
Asp-Ala-Glu-Phe-Arg-His-Asp-Ser-Gly-Tyr- 
Gl u-Va 1— Hi s-Hi s-Gln-Lys-Leu-Va I-Phe-Phe- 
Ala-Glu-Asp-Val-Gly-Ser-Asn-Lys-Gly-Ala- 
1 1 e-1 1 e-G 1 y-Le u-Me t -Va 1 -G 1 y-G 1 y-Va 1 -Va 1 

(^-r$o>f k (i-4i) ) m&m-%- : 4 

As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-Se r-G 1 y-Ty r- 
G 1 u-V a 1 -H i s-H i s -G I n-Ly s -L e u-Va 1 -Ph e-Ph e- 
Al a-G 1 u-As p-Va 1-G1 y-Ser-As n-Ly s-G 1 y-Al a- 
1 1 e-1 1 e-G 1 y-Le u-Me t-Va 1 -G 1 y-G 1 y-Va 1 -Va 1- 
Ile 

(j8-T5 K (1-42) ) ia?ij#f- : 5 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G 1 y-Ty r- 
Gl u-Va 1-Hi s-Hi s-Gln-Lys-Leu-Val-Phe-Phe- 
Al a-G 1 u-As p-Va 1-G1 y-Ser-Asn-Lys-Gl y-Al a- 
1 1 e- 1 1 e-G 1 y-Le u-Me t-Va l-G 1 y-G 1 y-Va 1-Va 1- 
Ile-Ala 

[)5-T5d^ K (1-43) ] m&m-% : 6 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G 1 y-Ty r- 
Gl u-Va 1-Hi s-Hi s-Gl n-Lys-Leu-Va 1-Phe-Ph e- 
Al a-G 1 u-As p-Va 1 -G ly-Ser-Asn-Ly s-G 1 y-Al a- 
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1 1 e-1 1 e-Gl y-Leu-Me t-Va 1-Gly-Gl y-Va 1-Va 1- 
Ile-Ala-Thio 
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•C**il«T5y»EW^'*-5^^K"e*5J| (4 9) *Ett®£ 

(5 4) fi#±fc*mtLfc0-TSp,f Kfc#1-*a*fcJ:tf**fc 
£*L*:/J-TS KIC»r««:fl:©-*aiBC-0 5 a I!****!,* 

*/*n-^/l^#-Cfc!K I^BAN-0 5 2 a tfcttBAN-5 
0 a ^ n-^/Hftft^&jj % p-T*uJ K£ fetter 
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Z>m (4 9) ^ISife^^*^Tfc5o 

±ie (1 6) ©#*Lv*«tt* lthu 
mfco-jj&m (id gnEfcoiWTf&y, d) jus^o 

0t**fc»4E?!I#* : 7&L<tegEJ"J#^: 1 0 &jh,3 T $ / MIS 

(5 6) E9Q*-9- : 7 £fctegS?iJ#^ : 1 0 t^$^57 S / m&WZ 
*t"*»^^K«rB»i-50t^BAN-O 5 2 a^fcliBAN- 
5 0 a^/T^5*^n-t/«^5I (5 5) :£iE*fe£>£S 

(5 7) fefc±{Z.yfmkLtzp-T * Wztti- Zfoftfi £VMmt 
£tltzp-T* Kfc*H-S0i:#©-^aSB P- 9 0 aT^I^ftS 
*/^n-^0t#T?jby, tt**SBA-2 7a, BS-8 5 a, BC 
-05a; BAN - 0 5 2 a &fc«:B AN- 50a "e^^tiS^- / ^ 
r;vmftLXhZ>m (5 5) ^IBife^^4&, 

(5 8) SflUifc^aNsLfcp-TSn^ KfcjTTSSitefc J: tffl»ffc 
£ftfc0-7^ n^f KJcJt-f ^^sb P- 9 0 a 

*y * n-t/l/^tfe U , ffe^BAN- 0 5 2 a IfcttBAN- 5 
0 a T^^tlS^-y ? V , 0-T 5 o>f K^fcHt* 

<E>ff^#3SiE?!J#-^ : l-C^$ix5T^y@g@B3?iJ : lr^r-r5-<7 B f : -K x IS 

! 
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mt-*-5*<:/^kt?*>5* (55) mmmcommmftzv 

(5 9) iS#_btC^$§teLfc)3-T* n-f \t\z.tt-tZ>&{tft£Xfimmk 
ZtltcP-T^ KfcSt-f 5£l#<£>-#j&SB P- 9 0 a-e*j5*£*l3 
^E-y * n—^yp0tfrt**> WBA-2 7a, BS-85a 
BC-05 aT?«^$ti5*y^n-^0t#-C*>y, jJ-TSn-'f K 

— *>*BJ&<B$t>* BAN-0 5 2, BA-27fei;t;BS-85li^ 
4*1 2M 2 2 B*>&#H&A*IM>Fft]|f (I FO) fc, f tt^5 
¥1 Jl 7 B^&9MH4rx»ttffK^x^tt««F%0f (NI BH) 

*>C7y K— ^iBte IFO FERM-BP(NIBH) 
BAN- 0 52 50386 4138 
B A- 27 50387 4139 

BS-85 50388 4140 

^WT#biXfc^>r^y K— ^jNBJS^>5 BAN-5 0ii 
¥/£5#l£ 8 Bfrbl*m&A*mm*ffi (I FO) fc, tU?j*5 
¥1^ 2 7 0*»feai«jS^X|Ra«K^X^aiIfW§tt9f (N I BH) 



- 17 - 



WO 94/17197 



PCT/JP94/00089 



"4 -7 V K~^*M& I F O FERM-BP (NIBH) 

BAN- 50 50390 4163 

Sfefc, **WT#feilfc^^y K-v|||S©5^, BC-0 5& 

^SWI (NIBH) fcJ»T©SK#*-C*fE**l"Cl*5. 

"4 7 V K— t^JS FERM-BP (NIBH) 

BC- 0 5 4457 

BP- 9 0 4 4 58 





: 13 fi- 


- 7 5 n-Y K (1-3 8) 




: j8 - 


- T 5 o ^ K (1-3 9) 




: 3] fi - 


-75 nxf K (1-4 0) 


CiB 


: 4 J j8 - 


■7 5n>f K (1-4 1 ) 




5] £ - 


-75 n>f K (1-42) 


cia^j#-^- : 


6) /3 - 


■7 5 o>T K (1-4 3) 




7) p- 


T^n^K (1-2 8) 




83 0 - 


7 5 n>f K (25-35) 


im?m-% .• 


9] P- 


75 K (3 5-4 3) 




1 03 /3 


-r^n^K (i-i6) 


IB^J#^- : 


1 13 P 


-7 5 n^f K (17-2 8) 


E?U#-J§- : 


1 23 P 


- 7 5 n >T K (18-28) 



/&E?iJ£W-f<5 0-7 5n^ K (1-3 8) . E?IJ#^ : 2Ti$ 
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n5T$yManiS:^ri-Sj8-T$n>r K (l-3 9) , E?IJ#-^: 3 

-cmztiz>T5.ywtmm*G'tz p-t$u4 k (1-40) , e?u# 

-t: 4T^^^5r^y^ia^J^^-r5^-r^n>f K (1-4 1) % 
m^m^r: 5-V&£tiZT$/mmM*%1-5 p-T^uJ K (1-4 

2) ^ititm^m^r: evmzhZT $ ;&mw*Gi-z p -t 

K (1-4 3) ^if^^^^nSo 

$ti/5T? y^gE^ij©^2#i~4 2#b<e>t s y WtrnFiZ^ffz^zf 

OB4#g-v4 2#BOT^y^iHa?U^^-r5-<^h\ 1B?U#^ : 

^/^iBjij^yi:«^i#@-i 7#i©7^ ;&m?wsMQLizT%s 
wtmmzGi-z^^y mztt, p-t$uj k (1 7-4 0) , 0- 

T^n^K (18-40) ^m^ftS. rftb O 0 - T 5 

ttfl{ ifn "C & O T <fc V ^ 0 
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■at, Mz.tfp-T$uj Fttzizzommftzmi&i-ziK eh**: 

o>T K (1-2 8) 0-7^ n^f K©N*«©»^^K) 

(i) Ea«J##: 8fc£tfE?!l#-^ : 9 $tl«5 7 ^ y BEai&tf?- 
5»^^K (i-ftfct,, (2 5-3 5) fcitf/J-T 
Sn-fK (35-43) ) 

(ii) Efll#-£: 8T*&£tiZ7 * stit&#i%%-f-zto&'<7'7- er 
fcfcfc, P-T$*J K (2 5-3 5) ) *»*1-*0t*, iij^tt 

fcfc, o/f K (25-35) ) *Mtf-5#, EH** : 9V 

K (3 5-4 3) ) SrWKbfcv^fl:, 

(iii) m?m-%: 9t?**ii5T5yREW«r3(rr*«^r^K ( 
1-fc*>*>, fl-T^n^K (3 5-4 3) ) £ »; 
t<f4EW#*: 8T?***tST5yHEW**f «»^^K (1" 

P-TZuJ K (2 5- 3 5) ) *W*Lfc^#, E^J#^ : 

9T*s^«r5ynEaF0**r5*^^K (1-*^ p- T * 

»>f K (3 5-4 3) ) lv\, 

±15 (i) ©^©tt^ E?IJ#^: 1T|SE£;M<57S/&E?IJ£ 
* t5 ^" 7 * D ^ K (1-3 8) , EW#*:-2T«**i5T$y» 
E^tt5^-7 5o^ K (1—39) fc,fctf (Sfctt) ESI**: 
3-C**n«T$/*EW**-f5j8-T5n>r K (1-40) 
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^JSrWi-S^-T^n-r K (1-38) , SB^IJ#^- : 2Tt$tL§7^ 
/^lE^JSrW-fSiS -T^n-f K (1-3 9) „ SB : 3"e^£;ft 

ST^/^IH^JSr^-rSiS-T^n^ K (1-4 0) , BB^J#-^ : 5 T 

**ii5T5/»ia^isr^ri-5/j-T5'n^-K (i-42) zmmtz 
±i5 (ii) <D$n£<D*p-v&, m&m-% ■ lTi$n§7^i 

SB^iJ^r^-r S i?-T^n^K(l-38), Eai## : 2-C^£*l5T 

^ymiHjij^^r-rsis-T^p^ k (i-39) , : 3-?^$ 

ftS7 3>'IieW*r* , "*-a/J-r3n>r K (1-4 0) fcitf (*fcfi) 
EW#*: 5T^$^5T5y^E^lJSr#1-Si3-T5a^ K (1-4 
2) S:#fcRtt^5ifi###*LV^ 

±15 (iii) O&ftO^Tfc, TVl'S' ^-T S#<Dflg¥ 

T?y»E«ttt«fl-r?B^K (1-42) ) 

#W*U<, &&fcfiHB&|«*: 5T^$tl5T$ /^la^J^^i-^ 
^-T^nxf K (1-4 2) 5 BS?IJ#H§- : ltt^57 

3/»Eaitr*-*-Sj9-:r5n>f K (1-3 8) , E3I#* : 2 I?** 
ft5T5/MBai**rt-Sj8-T3n>f K (1-3 9) S J: tfleai** : 
3T?**ji575yiEWfctt^-75B>fK (1-4 0) &mWL 

±15 (i) <2£t#<£>ft^#J£ LTte, BA-27a^§tl5 ; ty 
^n-^A'tftfMSfcy, ±|5 (ii) LTtt, BS-8 

5 a n-t^^j,^ j-gg ( ni ) <a£t#<£>ft 

^MtLTtt, BC-05a, BC-15a, BC-65a, BC-7 
5a, BC-55a (#(£, BC-0 5a^LV^ 
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&'<'7f- FKftmifyKKfa'tZ* S * u-i-Asmftk LTfS, #I;UfE 

(1-28) ) ftXTf (Sfcfi) E^J#^-: 1 0-Ci^57^ 
•E?ll«:tt5»^^K (j8-T5B>f K (1-16) ) «Mt 
5*y^P-t/^^VNf,ti, I«ltBAN-5 0a, BAN 
-0 5 2 a, BAN— 1 1 a, B AN — 3 0 a N B AN— 2 0 a % BA 
N-4 0 *Vm*£tlZ*S?n--')'/l,&;{tft}*&$ > Ztf^ #fC BAN 
-0 5 2 a SfcttB AN - 5 0 a TMRj^SftS*/ * tvHBtfctfSflfr 

E3»*: 1 2-?mZtlZT S /iEJIIIrtt8»^^ K*WM- 
tfcfr©fca>Tfc, E3I#*: l-He?U##: 6 T^c $ ft 3 7 $ / ftE&l 

##*F*L<, 4^T?*EW#*: 3T?**tl«T5/*EW^6l|l 
#B-1 6#@<7>T5/mEJiJ (E*|**: 1 lOT^^J) £fc 
tt*l#B~l 7# B ©7 $y lEn^Ajb lfc7 5y tEJ9 (£8I# 
*: 1 2 ©7 *^«-5^K«r»te»«i-5tt#*#* 
U\ Afrfl&fctt, BP-0 1 a , BP-0 2 a, BP-03a titlt 
BP-90 mU&ZtlZteS 9 u~1- WR^btiS, £*i 
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9 u—j-si>$ift<D BP-03afcJ:t*BP-90a ttffi^lj 

rJifj^/^n-t/^f©^^^ #£BP-9 0 
a 5. 

(1) ttJKOM 

**W©lft#frlilir5*:«)fc|([ffi*it5«:JI|Ci: 0- 

5) o 

*y^nyr— i?fc j; yN*«»j:rF (*fc«t) c*** 

n^K (1-4 3) «r«*©*^K^^-*fcJ: 'JJDtJc^*? LT# 
-e^-T^n^ K (1-4 2) fcfMLfc*^ /S -7 ^ n>f 
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K (1-4 1) (*fctt) P-75o>fK (1-43) 

n-f Ktti^tPI-©#3gS:#i-5^©^ j3-T^o^f K (1-43) 
ft if £>T 5 / HEJUfcfiV^T 3 *ELk, b < fit 6 ««±©T 5 J M 

^K^O^Silttt, 0!l;itfB. Merrif ield C^^-^/W * 
7 T^VP^ y-V-sf x-T-t (J. Am. Chem. Soc.) ,85. 

2149(1963)] , M. BodansikyfiitWl. A. Ondetti K ^^-fe 

(Peptide Synthesis) , Interscience Publishers, New York, 
1966¥D > SchroderfcitfLobke W K (The Peptide) , Acad 

emic Press, New York, 1965^] , *£flr£{ft i-^Zf^ K£-/*©26fc£ 

Mm. %Ws 198530 , ZtfMffi&W- ttkik^mmmm 1 , 

* tomv, 205, 1977^3 .fcifwuv^*,*. ®mm 
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u y^© e -rs/*ttci-z£-efi«u ^B^v©*»atfa 

*»W©H*B*fcm*T, T§y»#«r**tf**i-«»^ IUPAC- 
IUB Commision on Biochemical Nomenclature J; 5 Hfc-^-fo -5 l*Ht^lfc 

P AM ' : ^ai—y^T-fc^ ^ Y*^A/ 

B o c : t -Zf?-/l>jr**/iifl,<$^fl, 

C 1 - Z : 

Br-Z : 2-^0^-^^^^^^^-^ 

B z 1 : << s si?;V 

O c H e x : */9 n ^ ^ S/^o: /i, 

OB z 1 : ^^i^o^Tvi, 

To s : p - hfrnyx/Ufc—sv 

HOB t : 1 -^s^y Mf T)/— A- 

MeBz 1 : 4-^fMyi?/I/ 

Bom : ^<>S?^^-df^^ ^/l/ 

DCC : N, N' n^^i/juXjutfiPsf * fr 

G 1 y : 

Ala : 77-^ 
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V a 1 
v a l 




Leu 




I 1 e 


: y n ^ 


S e r 




T h r 




C v s 




Met 




G 1 u 




A s D 


• / s\ s ^ y «t *s Hst 






Arc 


' /1> 3r — V 


H i c 

XI i o 


• I- /»T / ✓ 


P h p 
r xi c 


* ~7 ^- — % ^ 

• / ai — f y + — S 


T v r 




T r D 


• K U "7** k "7 s s 
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A s n 
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fifcfcLTtt, «*tf*^ «7f-^ fc h ft if <DV$$LW}%KD]kffiT ;l<7 

tit. ^fy^tyr^T-y^i^ n*<Dm*m*B^ 
-2, 

P D P ft * tf^^-f Srifcij) A u 

(2) ? d— - 1~^$ifc<Dft% 
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-T^, *a^*K -r^*, 7^K ty^, ^r^, 

^^2-5 nfefctifrm-nitiz}) *:tib\^*hZ> 

frXfJ ^<D&& C-^^^^r— (Nature) , 2 5 6, 4 9 5 (197 

5) ] \zm^mmv%^> 0 m&femmt lxk, tfv^u^yy 

» (PEG) *?*V?4V>U^*tSL}iftmi biiSAK ^KiiPE 
Gte¥&m^t>tlZ 0 #Mffi#fflJ&£LT&fc£;ik£NS-l % P3U1, 
SP2/0, AP- ltetf&hif titiZiK P3Ul/iW$U<^ 

ZL^&mi*. iI3tl : 1-2 0 : lglTfe'J, PEG (&£L<te 
PEG1 0 0 0-PEG6 00 0) #10-8 0%n£<Dfe&X-mMltS 
ft, M%2 0-40 #£L< te3 0-3 7'C-Cii^l- 1 O&IHM' 
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***** ir-cai* ufc^a ^ n ^ y (JSBjajiii-a'icffl v> h *is 
mte#-*f?x<Dm&, &cr$xft&y*'7y %tz 

K*/ ^o-^0t^©»«J, WHteal^HAT i^y, 7 

^^Uy, ^5S^) tr^PLT, 1 0~2 Oft^J&JfcjiiLjtSrgftf 
®)V!>mfo%i%M m. RPMI 1 6 4 0) Vftt>tlZ 0 '*47V K~ r 
#*l±i*©ii;fMlW\ ±IB©ifcjfiLj**0ii;/J -7 5 n*f 

— ^^fro4>Ki»«i:K«fc^ft^n^y ^o^8t^M& CM, #*f 

deae) lasMtft, ^5asc. ttJKira'iattfes 
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B AN- 0 5 2 a T***$jfr3 J EV * n— -Tvl^tfl:, BAN-50 

(1-2 8) ) (Sfcfi) E*|** : 1 0 T?*<Sft« T S /MS 

W«r*1-5»^^K i8-T$n* K (1-16) ) £ 
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ft. mmikztiitp-Tstij FtiitttziDtimftKtt'tzftft&zv 

zmft]Q£xfimWi<t£tiitp-T$ tiyf h*$nt\$z:(Dmmft\zM-rz>$i 

ft<D—J?tfP-7$ D -T Y*tz.\tt<Dm^ft<Dt\>>b&ft<D&ft'<-7^ k 

^KKWftttKSJS-f 5Cfc*#*i:i-5ttfr*SBA-2 7 a, BS 

- 8 5 aJf;H:BC-0 5 a -CM^tlS^-/ ? n— ^fctflrefc tl , 

0-T 5 n>f K (1-28) ) fcJ:tf (4fcWt) E3I** : 10t^$ 

nsr $ summit z&ft^zf?' k (-ffcfc>*>> fl-rsn^K 

(1-16) ) ^SIt5WBAN-0 5 2 atfcUBAN-50 

tiift&B P- 9 0a T^£;ft,5^/ ^ n-^Hft#-?&5 o 
±IB©^4& (2) ^(C 

0-7 Sn^ K*fcJ4*©»»#fc#i-5t(t{*:©-^BA-2 7 at 
«^*ixS*/^n-^0i:#-C*>y, WBAN-0 5 2 a Sfctt 
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BAN - 5 0 a •V&7jk£tiZ > *£ / ? u — -T frlfaW.-V $> »J „ £ -T ^ 
K#EW#* : U Sa?iJ##: 2, E*l** : 3 £fc«:E?lJ#^ : 4t 

fi-T $ K*fcf±*©H»#fc#r5tt#©-j6raiB S-85aT 
fi^SftS*/ *n~: 7Vl^i#T&!K tt^BAN-0 5 2 a 
BAN- 5 0 a VJMTjk £ tl Z> ^ S jr n— Tvl^fl^fc »J , |3-7^ 
KtfEfll**: 1, gB?IJ#^: 2, E?lJ#^ : 3 * fcteE?iJ#^ : 5? 

#BC-0 5 aT?«**ii**y *a-^A4M*Tfct), ft^BAN 
-0 5 2 a*fctt:BAN-5 0 a T«33*$;h,5*/ ^ n-^gfcft-efc 

±B<A£*fe (3) 

n^T KfcaH-30tfl:©-##B P-9 0 a •CfcjFSjh,**/ * 
n-^M^TfcU, tt*#BAN-0 5 2 a SfcttBAN-5 0 at 

##E*J»*: l*C**ix«r$y»E5!Sr*i-«^^K, Eft** : 
2«*ii5r§y»EWt*i-5^^K, E?U#*: 3T|££*i3 
75/tE«m«^fK, Eft**: 4T^$tl5T5;y^EJiJ 
K, Eft**: 5 VMZtiZ T S J Wfm^^^f 

Eft**.- 6-vm$tiz>T$ smmw*** s 
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P~T % v4 Kfc^-f$tt#©-;fr#BP--9 0 a * 
n-^vH&t#Tfc*K i^BA-2 7 a, BS-8 5 a&fcteBC- 
05 aVm^ZflZ*/ ? v-i-fr$iftVhV , p-T^u^f K£fctt 

Kfc BUM'S > OMtt lioVNT> J:UMK:R9li- 

F (a b') 2 . Fa b'&SWiF a b i?£/BV^ «fc V\ #|§ 
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•^ft^f bft5„ £i;ffcfc3VM3: j3 — T 5: n^f }? tJMv&ffl t <dw 
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toft'*-?? K£»flrr5»£>M\ 2&KJ&-CFB\*P>ti&&iftttL % frtL-V 

UTfi, p —T $usf K (1-4 0) ^MHaTf^lL^/^n 

«»i-*^-^f9^ fS'^-ifMMfcfl-TSnW K (1-4 0) 
^3*-£2fc©#*:fe#ffl£fetem^T, /l-75n^K (1 - 2 8) £ 
2fcJSE£J&Lfca>ofc#, (1-40) fc-EfcLfc (B/ 

B 0 =0. 5 Sr-^X.S^tM^S : 2 0 0 — 2 5 0 nM, 4 0 — 5 0 n g 
/well) o ^-fS jS-T5n>f K (1-16) &ft&mtl, 

-1-*&ft<D51b* 5 0 5 2 a 

fc#W&*i:fcofc (tttfHffA, 0. 2 p g/w 
ell) o ffcfcfc, **W©*^K-f y^2fe#**ftaj£fe|cjgUfc^ 

^OlWiLt, p —T $ u J K (1-4 0) fcfifcU jS-7 
5o>f K (1-28) £&l££j£L*l^/*n-^&###afc^ 
l^e>*l5#, ^iXfeOJtfrfiiK-f Lfc 0 -75 n-r K (1-40) fc*f 

-2 7 aftif#»*#|i:fflV^e,tL5. 
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tt, 0-75 n>fK (2 5 -3 5) *A&mkLXimL*.m{ttf&m 

V^T, ^-T5B>fK(2 5-3 5) ££/&L <B/B. =0. 5 

:20nM, lng/well), 0 - 7 S n >f K (1-40) 
ifcSlSUfc (B/B. =0. 5*±*.&&mm& ' 8 0 0 nM, 1 6 
Ong/well) e Sfclc, ±ilfcBAN-50a*fcliBAN-05 

Pg/well) . ffcfcfc, **W©f*^K^y^»*Att«)ejfefce 

</*u~ tt, j8-T3nY K (2 5- 3 5) 

' DyfK d-4 0) fc**flttT&<5M?ttfcv^ 

BS-8 5 a iBAN-5 0 afc^VMiBAN-O 5 2 a i: £ 
fc**fc*fc-J^K-f *>*V*ttBA-2 7 a iBAN-5 0 a 

*>*V*f4BAN-0 5 2 a * KW>*ifcfcm^ 
0-7$^ K (1-28) fc©**SJSttf4BJ6e > ttft^ofc D 

Ttt, ^-7^o>f ff (35-43) *&mmt LTffcBJ LfcttffcflJfl: 

^tiatffjiufc, *^"Cfe4a*©a#»4, fciH-s*-**^ 
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-*iift^-7?B^K (35-43) *m^&m&ma>Bmft&m 

2 6 7t, 17082-1708 6^-^, 1 9 8 8^) \z.& VT 

(1-40) ittRlSttSr^Sft^ofco Z.tib<D$ifc%B AN- 5 0 

5o-f K (1-4 0) fcov*TI*£<|*ttlLfcl^fc#w**fcofc. 
tt, M^M-7^n^ (1-4 2) *^Kft«rtrt4>T?*>5 

3 »-f K (3-42) *\ i8-T5n^K (2-42) , 0 -TS 
K (4-4 2) «rttCJ^fci-*N*«as«*>c*Lfc^«^tf^i: 

TSn^R (1-16) «r^JRiUTfftlLfcafl:*#3ite«v^n 

MLfc 0 C*lfe©J(t«:o^-T5B-f K (1-4 0) fC»r«S*tt* 
«»t«^t*J/^Wfl:fl-75n^ K (1-16) fcflv** 
D^fci 4SIO»^- 7 .n>fK (1-4 0) 

fcA#4EfcttMTLTV*fc (B/B. =0. 5*#*Sifc]K«£: 2 
5-70nM x 5-1 5ng/well) 0 $£>fc % C^feOtt**^^ K 
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3SI (BAN— 1 1 a „ BAN— 2 0 a „ BAN— 3 0 a) (Dffifcb 

(1-16) J Ey^n-^ft#ftj|jRf<<*ffcK:i 6®Stf>ftft£ 
ftMLtZo ^-X^isy—HmmtP-T^uJ}? (1-16) £$V^ 

-T^nxfK (1-4 0) fc^ftSlSttSr^rUTV^fc^, Z<D%faV 

(1-16) lc#?Stt#*ftM(ft0H-sas, #{CB 
AN - 5 0 a iJctt^BAN — 0 5 2 a V> fcftS. 

IBJIJ#^: 1 2T^£il5 jS-TSn,f K (18-2 8) Zft&mtL 

£1"*'W^y K-^*9«£tfs«Lfc. BP-0 1, BP 

-02, BP-03, BP-90©4oOM^!J K— ^3&>£>M££ft 
5^/^n-t/^BP-Ola, BP-02a, BP-03a, B 
P- 9 0 a #&mV3b\), BP - 0 3 0 a «gB^IJ#-^ : 

H^$*i5/l-75n^K (17-28) Sr fc»flfc?-5 c £ ^Tt 
So 9 n— rfrtfLftOtefrVb, #f£B P - 9 0 a d^jlT 
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LXM^ffyKRI^ts^:ft<Dhs m^om^m (F) kftftb&'&L 
tcnWifom (B) b&ftML (B/FftM) % BfcitfF^-ffta*^ 

1-5. &k:> ^?tifr<Dtt<Dmmm*mfeL&&m*<Dmm-&%7£m'r 

So 

n<D^w. &ftm\z%m%omft<D&ffimmmztoz.xp-T*uj k 
omfemzmm-ttinx^o ^ti^(D~wtm^mm^m(onm^^x 

tt* ML ^tft^Sr#m:^stf5 Air 
WA;7yt^f] (KKth. BB*i4 9¥*tf) . Aix Xfl r^^ 

m^SO^&j .(E^Mfc, flBfr5 3#*fr) , 3iJI|£tet>JR rffXft 
*»£8:J (£2JK) (8*tR, IBft5 7¥*fT) , 7JHffme>il 



- 39 - 



WO 94/17197 



PCT/JP94/00089 



ods in ENZYMOLOGYJ Vol. 70 (Immunochemical Techniques (Part A)) , 
l*Jlt Vol. 73 (Immunochemical Techn iques (Part B)) , IrKF Vol. 74 

(Immunochemical Techni ques (Par t 0) , l^#Vol. 84 (Immunochemi 
cal Techniques(Part D : S e I e c t e d Immunoassays)) „ Vol. 92 (Im 

munochemical Techn i ques (Par t E:Monoclonal Antibodies and General 

Immunoassay Methods)) „ IHit Vol. 121 (Immunochemical Technique 
s (Par t IrHybridoma Technology and Monoclonal Antibodies)) (£Jl±, 

mi mi*. p-T 5. v^f K (1-4 0) *a£Lfc^**©iftfMB* 
0-Ga l#fllW-7^^ K (1-40) fcfll^TW^fclMfcfc** 
-To 

*2Htt, K?nYK (2 5 -3 5) fcfcftt 
Sr^-G.a l«*fl:0-r$n>f K (1-4 0) SrJB^TlI^fcJgfcSr 

*3Htt, 0-7$n-f K (1-16) *ft*Lfc-r**©ttfl:4ij*r 
HRP*»ft^7 5n^K (1-16) fr^TW^fclt*.*,*-*-. 

*4Btt> ^-7^^ K (3 5 -4 3) fcftftLfc^ 
tHRP«fft^-7$B^ K (3 5-4 3) fc^Ti^^^^ 
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to 

(a) (1-40) Lfc-r £ * V>fc 

»£\ (b) f4jJ-75n^K (2 5- 3 5) SrfcftLfc-****^ 

fcl§3\ (c) «/3-r?a^K (1-16) &ft&Lit-<?&x&m^ 
fc«fctf (d) J4J3-T 5 n>f K (35-43) ££g?Lfc^£ 

£6Hf£* K$n^K (1-4 0) fc*«JRi: UTf^JILfc^y 
^n-t;^BA-2 7a(Dj3-7^o^K (1-4 0) (-•-) , 
j3-T5 n>f K (1-2 8) (-A-) , K (1-16) 

(-O-) , /J-TSn^K (2 5 -3 5) (-□-) , »J:tf0-T5 
n>f K (3 5-4 3) (-A-) (C3tf*t*<5ifcJ&tt£: |8-Ga lMMbl 
-T$n^ K (1-4 0) *JBV*5Jte*-E I Ati^fcill^^t, 

mmz, mem (b) »/j-r§ n>r k (25-35) zftmrnt vx 

K5n^K (1-40) *rfll^SH*afc-B I ATJII^fclt*** 

"To 

(a) (b) 14, *il-eil^-T5 n>f K (1-16) 

LT^bfc^E-y ^n-t;^BAN-0 5 2 afcitfB 
AN- 50a©^-7$n>f K (1-40) (-□-), n>f K 

(1-2 8) (-A-) , fcitf j3-TS n^f K (1-16) (-O-) 
l^t5^MHRPl^j3-7^n^ K (1-16) £ffiV^5J^ 

J*8Btt* BAN — 052a (-•-) , BAN- 1 1 a (.-O-) > 
BAN— 2 0a (-A-) , B AN— 3 0 a (-□-) fei^BAN- 
50a (-■-) <B0-T$n>f K (1-40) fc*H--5KJfttt&HR 



- 41 - 



WO 94/17197 



PCT/JF94/00089 



pmmtp-r $ k (1-16) zm^zm&m-E i A-vm^tz 

£9BttS^Rfttt$L#£ LTB S - 8 5 a -HRP£JlV\ mttfttri 
LTB AN— 0 5 2 a (-•-) , BAN- 1 1 a (-T-) , B 
AN-20a (-A-) £fcf*BAN-30a (-■-) Zm^tzVy 

M^f-EiAOjj-T^D^K (i-4o) <Dmm&m%7jk-t 0 
mi omits i a -HRp&ffiv\ mte 

MfrtttBAN-0 5 2 a (-•-) , B AN — 11a (-T-) , 
BAN— 2 0a (-A-) tfc(4BAN-30a (-■-) ZB^fcf- 
>h*J y?~-E I A© P~T ^n/f K (1-4 0) O^ft^fc^-f „ 

mi imtt. mmmffi&ftk ltban-o 52a -hrp^iv\ 

Sfti^ttTBA-2 7a (-#-) *fcttBS-8 5a (-O-) 

*m^tz-v-y K-r y^-E 1 ao/3-t^ n^r k (1-40) ommmm 

mi2mn, ^i^iltBAN-0 5 2 a-HRP (-O-) 
fe§V^BA-27a-HRP (-□-) MffiRliriftk LTB 

AN- 0 5 2 a SrfflV^cf-^K-Y y^-E I AO/3-T5 o-f K (1-4 
0) ©^iit^2r^i- 0 

S&l 3|^«, iiiH^tLTBS-8 5a-HRP^^, 
WiLTBAN-0 5 2 a (-•, O-) fc5^ttBAN-50a 
A-) lrlV^t>hVyf-EIA0j8-r^n^ K (1-40) 
(-•> A-) fcSVMSjS-TS n^f K (1-28) (-CX A-) 

H4ifi, !#^#!§&£i;#£: LTBA-2 7 a-HRP^^, 
WiltBAN-0 5 2 a (-#, 0-) fc-5^fiBAN- 5 0 a 
A-) Zm^lty-ypJ y^-E I A<Dp-T $ K (1 -4 
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0) (-#, A-) <fc*^ttj9-T5 n>T K (1-28) (-O, A-) 

fgl 5BH\ iXIISiiil:^ It (a) BS-8 5a-HRP (b) 
BA-27a-HRP, &5V^i (c) B C - 0 5 a -HR P £ffiV\ 
mttft&ifab ITBAN-5 0 a Zm^tzV^ K-f y^-jfc-E I Atf), 
jS-T^n-TK (1-38) (-O-) , (1-39) 
(-A-) , 0-T 5 o^f K (1-40) (-■-) , p-T$u4 K 
(1-42) (-•-) , fo<5 — T ^ n>f K (1-28) (-□ 

-) (ommtomtr&'tc 

mi emit, Tw^j-v-mBxaHmm+ofi-Tsuj ko« 

tt-HPLCJCJ:«*ffiW#©*MHS:*\ BSMiMtfcLT (a) 

BS-85a-HRP, (b) B A- 2 7 a -HR P £J8V\ SffiffiSi 
^HTBAN-50a SriBV^f-:/ y^-E I Aiaotl^fc 

(tftmifcft- 2 10 nm) e 

?4£tJ^) ©HI 7©aj!ffi-HPLC©»tiJW^O (a) No. 35, (b) 
No.41d9*lMc)No. 4 3©**#*f;*'<* hA'^fo 

iww oHi7o*ft-HPLcjnw»^T, mmift^^ 

L-C, (a) BS-85a-HRP, (b) B A- 2 7 a -HR P& J; 

(c) BC-05 a-HRP££iV\ Hfi^Ht#2: LtBAN-50 
a *JBV*fcf K-T s^-E I AlUcTtttmW, 
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% w & mm-r s * <dml & (omm 

(l)j8-7^n>TK(l-40) <DM& 

rtj|£<DBoc-Val-OCH 2 -PAM®J§g(77 P 7^ K ^^->^tAX|I) 0. 

71 g (o. 5^y^/v) ^m^^zf^Y^mirzfv^ y ^-nr 

©7; 7Sl:#2 5 y ^A-OBoc-Gly, Boc-Val, Boc-Met, Boc-Leu, B 
oc-IIe, Boc-Ala, Boc-Lys (Cl-Z) , Boc-Asn, Boc-Asp (OcHex) , Boc-Glu 
(OcHex), Boc-Phe, Boc-Gln, Boc-His (Bom) , Boc-Tyr (Bi-Z) , Boc-Ser 
(Bzl), Boc-Arg(Tos) fcj8-T$n>fK (1-40) <D7^;mmFIM 
UKHOBt/DCCT^&teLTrBf^U ««j8-T$n^K (l-4 0)-0C 
H 2 -PAM*WJ3t 2 . 70g£#fc o C tf>&^ 0 - T 5 n >f K ( 1 - 4 0 )-0C 
Hs-PAMWIB 0. 56g£p-^ ✓-A'##T**»fc** 1 Omit 

5 0%-Mt*"Cft#Lfc. 2-3mlCiff 
JISSU 5 0%-^T3£Hlfct7 7 fs/nG-2 5co#7A 
(2.0x85cm) fctfU RjMrcjRHLfc. £Xro**ft*&fMft l 

Jiefe©t&^#&l 5 Omg£#fc„ rft£2 0%-T± h~ h V 

(0. l%M;7;Pto^t) 5 0mlMU 
fcLiChroprcp RP- 18 *7 A (4. IX 10cm) 2 0%~~70 

%s-e©Tir>= h y^*»« (o. i%hy7^pg|j»^)©ij[ 

HlMEffttiLt. £XV£**ftft&LiChroprep R P - 1 8 * 

7 A (2.6 x6cm) fc#U 0 %~ 5 0 %|-C07t h ~ h V A^&Jfc 
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(o. i%Mi7^tn^t) ^ummmm^mmm. ±wm&* 

Gly 6.85(6), Ala 3.44(3), Val 5.68(6), Leu 2.00(2), He 1.39(2), 
Met 0.89(1), Phe 3.21(3), Ser 1.89(2), Asp 4.35(4), Glu 4.52(4) 

, Lys 2.05(2), His 2.86(3), Arg 1.10(1), Tyr 0.97(1) 

®4##f £ 5 (M+H)+ 4 3 2 8. 0 5 

HPLC^fijR^ 22. 8^ 

: Wakosil— 5 C 1 8 HG (4. 6 X 1 0 0 mm) 

Bm (o. i%- hV7»*u&&^7g T ± h-hv*) 
*jfi^Amfrp>Bm~-m&Mmm**mmm (50^) 

i !■• 1. 0 ml /ft 0 
(2) [Cys 17 ] p-T^u^h* (1-16) <DMm 

ttM) 0. 7 5g (o. 5sy*^) ^^v^miryy 

tfct ^ Z<OT$;mt&2$ y ^^Boc-Lys(Cl-Z), Boc-Gln, Boc- 
His(Bom), Boc-Val, Boc-Glu(OcHex) , Boc-Tyr (Br-Z) , Boc-Gly, Boc-S 
er(B2l), Boc-Asp(OcHex), Boc-Arg(Tos) , Boc-Phe £ [Cys 17 ] /3-T 

' D/fff (1-16) <oT$;mm?\mv\cmiii/dcc'?mmtLxm& 

U &g [Cys 17 ] /S-TSn-f K (1-16) (MeBzl) -0CH 2 -P 
AMffiflgl. .9 0gfc#fc. £<D{fcg [Cys 17 ] ^-7§n^K (1-1 
6) (M e B z 1 ) -0CH 2 -PAMWJI! 0 . 6 8 g £ p -9 lx i/-A^#T& 
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om i -co°c, 6 o^m^mi^tc^ mty^m^UBm^ 

l~2m UUfcJEEWffiU 5 0%-»Mfe*-C5te*Lfc-fe7 7 9 f y^ 
*G-2 5 (2.0x85cm) ©^7A(:#t, H$g&TJS§i§ Lfc 0 
U &&£>*&3fcl 3 6. 7mg^f;„ 

Asp 2.17(2), Ser 0.96(1), Glu 3.04(3), Gly 1.00(1), Ala 1.00(1), 
Cys 0.82(1), Val 0.99(1), Tyr 0.94(1), Phe 1.09(1), Lys 1.05(1) 

, His 2.89(3), Arg 0.97(1) 

fC*##f{::J:5(M+H)+ 2 0 5 6. 8 3 

HPLCiffl^ 14. 8 ^ 

: Wakosil— 5 C 1 8 HG (4. 6X100mm) 

Bm (o. i%- hv y^u^wt^HrT-k h- v v ^) 
«^ffiv^A^ll^e>Btt^a^fts^«ft^E*K (so#) 

U % ' 1 . O ml /# 0 

(3) j3-T5n^K (25-35) 0®{at 

ffiJR©Boc-MetH)CH 2 -PAM#jfc(T:/7>f K »<>f x A XftiR) O. 

66 g (0. 5U^) SrfflV\ ^^"^ K-n'J^^(T7 ,, 7-f' K 

h v y/i>*nw?w&{£*7i>*vii! ! mLT$ sm&mi&ztt^ - 

©r$/£fc$.2*J/*/KDBoc-Leo, Boc-Gly, Boc-Ile, Boc-Ala, Bo 
c-Lys(Cl-Z), Boc-Asn, Boc-Sei (Bzl) & jS -T 5 n-f K (2 5- 3 5) 
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(2 5 - 3 5)-0CH 2 -PAM«fJlil. 14gS:ifc. :^i^-r^^f 
K (2 5- 3 5)-0CH 2 -PAM$l!0. 6 1 g £p-* V ✓-/v*#T*t*» 
Om 1 -CO^C, 6 0^fHMlfct> *^**Sr*JE«*L» 
j££:i:-7VH Om 1 T?2lElifc#Lfc. CftSr 5 0 %-gm*-?#Jfcti U 

~ 3 m 1 fc«£E«MBLO. 1 % h V 7^Pft»* 5 0ml 
ft, 0. 1 % b y 7^Bft»*T?^*LfcLiChroprep RP-18# 
(2.6xiOcm) fcttU 0 % - 5 0 tOTt h ^ h y 

^Sr*»arfeft«Lefi©»*l 0 Omg£#fc„ rtt*N-fti60.5 
mUH^U ISI»ift*C^S*Lfc'fe7rf f y^^LH- 2 0. (1.0X96cm) 

Asp 0.97(1), Sei 0.95(1), Gly 2.94(3), Ala 1.00(1), Met 0.89(1), 

He 1.59(2), Leo 1.00(1). Lys 0.97(1) 
IiMIU5 0l+H)+ 2 0 5 6. 8 3 
HPLC^ttS^K 18.9 # 

: Wakosil- 5 C 1 8 HG (4. 6xi00mm) 

mmm-- Am (o. i%-h v^/u^u^wt^mm 

BI (0. 1 %- f!) 7t h= MJ /I/) 

£fflV>Att*»feBtt^£»g*«^E#« (5 0#) 
Eft 31 : 1 . 0 ml /ft 0 
(4) [Cys 34 J j5-7?n/f K (3 5-4 3) (OM^t 
Fmoc-Thr(tBu)-!7 ^#flg (0. 4 6g = 0. 2 5U^K at&<ft^ 
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$yiMf?*#;fr— by (1. O^y^e/v) £Jgv\ 2 0%if^yv ? 
^-DMF»ttfc*5FBocX0JB{SttH % DCC-HOB t SfcfcTHifc 

#«^^K»«iO. 7 3g*r#«. 

Fmo c-Cy s (Tr t ) -Me t-Va 1 -G 1 y-G I y-Va 1 -Va 1 -1 1 e-A 1 a-Th r ( t Bu) - V V 

i©^^^K«WS©5*»0. 5 8g (0. 20^!)^) **tf>Ty 
^S-frO. 7 5g, frO . 25ml, <?irT=-V—>\> 

0. 5 m 1 , ^>(irl/i*s 0 . 5ml, h V 7friru 1 0 m 1 £;&D;i, 
MTfl. 5*MM*Lfc. *JW*:ii*U ttfffcftffiU 2&&(czk?$ 

16 8mg (8 9%) 
^*^lCJ;5(M+H)+= 9 4 9. 5 (I^f= 9 4 9. 5) 0 
(5) fi-T 5n>f K (1-3 8) £ ±XfiP-T $ K (1-3 9) © 

^"T^n^K (1-40) fcjfr/Hl?*^:/^--^ Y 
*t5r ktcZ V P-T^ K (1-38) fiiOtj}-7$B^K (1 
-3 9) S:fSLfc 0 r*t>t», jS-T^n^ jr (1-40) (B a c 
hemttfi) 5 0/*gi*^^W-l? Y (:*-y^V*^g| 
■SttUI) 0. 5/xg£0. 5%I^7:^~?A;fc^fc:Jgfl?LT 6 0 
/xl£U 1 O'C-^f^nas/fc^itrfco IM, Vydac C4 (The 
Sep/a/ra/t ions Groupft§!l) £JB 1^5 ig*B-H P L C (C «fc »J #Ii U 
V (2 10nm) T&fiJ Sftfc 3 #<D£fc fc°-* fcRltfMfrfc: £ y mfe 
Lit 0 
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: Vy d a c C4 

(The Sep/a/ra/tions Groups. 4.6 X250mm) 
mmm-Am (0. 1% h!J7/^n^t 5o /o T± y- 

hy/>) 

(0. 1% M)7/>tn^f 8 0% 

6 0#B8a>ttT3 0-5 0 $^/ Co 
M jI : 0. 5 ml/# 
«^*f(Cj;5(M+H) + =4 13 2. 9 : n>f K (1-3 8) 

4 13 2. 6 ) 
4 2 3 1. 6 : =• n^f ( 2 _ 3 9) 

4 2 3 1. 8 ) 
4 3 3 0. 9 : fi-T%uJ K (1-40) 
(aUfflC 4 3 3 0. 9 ) 0 

-tmnrnmi (i) vat>Mtp-7$i*>t v a-40) £4^n 

^n^y^ (BTG) ^l^^ll^IHt i-ftfct,, 0 
-75 p-< K (1-4 0) 0. 6mg£l 5%ODMF^tf3mMy 
VH«»«, PH6. 5, 1. lmltJ|j|Stfco^ 0. 5ml 
0*fc##*tfcBTG2. 5mgm, Hl:«|0. 3%tf>^ 

(2) K(2 5 - 3 5)fc£tf&ftJK©fM 
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±mmmmi (3) -e^tifcjs-rsn^ k (25-35) tBT 
Gk<Dm&ft*f?mi.$L&mk Lfc„ -rt£t>h. js-rsn-f k (25 

-35) 0. 5mgtBTG2. 5mg££, pH4. 5 dlM LfcTk 
•C3^KS^$ii:fCo £a&&7M3:ttU 4tT2BMl 

fc. 

(3) jS-TS K(l - 1 6)*$ttft&m<DftM 

±mmmmi (2) T#e>nfe[cys i7 ]/3-T^n^ k (1 -1 6) £ 

BTG£<D^#£f£MU ft&mtLtZo -f-t£t>h. B T G 2 0 m g 
£\ 0. lM^ilft (PH6. 9) 1. 4ml|:i)jf$l N- 
(y—rUJ * K^fJJD.^^) K(GMBS)2. 2 m g 

(8 fi mo 1) £"^tfDMF$g$l 00/» 1 iriS-g-U ^Sfi-(?4 

* KS©fA$tlfcBTGl 5mgt [Cys 17 ] 0 -T * n-f K (1 
-16) 3. 6mg b%m$L, 4X>~?2 B £i£fc„ £ 

mizm.&lZttL, 4t-C2BFIllfLfc, 
(4) ^-T^n^K (35-43) Sr^tf^^il^^ 

±mmmmi (4) -c#k;ftfc [cys 34 ] /s-rs (35-4 3) 

ir^ik^Tyv^^^ (BSA) k<DM<etft*ttM\.. &LmmtVtc 0 -f 
BSA21mg (0. 31/xmol) £0. lMy^iiift 
(PH6. 8) 1. 4mll:jg«|$t GMBS3. 5 m g (12. 5 
A* mo 1) Sr-^tfDMF^l 0 0 /z 1 ifi^U 5#£j££ 
i*fc 0 £J&1£> t777 f 5'^G- 2 5 # 7 .&T#IiL -ruj 
S Vm<DmX^fl1tB S A4. 5mgi [Cys 34 ] /S -T S n J K (3 5 
-43) 2. lmg<b£^U 4 < C"C-8feS^^*fc 0 £31 
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(5) 0-T3n>r K (1 8-2 8) Z^tsft&moftM 
[Cys 29 ]jS-TS 'n>f K (18-28) i: B T G Olg^frSrf^M U 
*3$JSibfc. •f&frib, BTG2 1mg£0. IMP (p 
H6. 9) 1. 5m 1 K&M£1£, GMBS2. 4 m g (8. 4 n m o 

1) Sr^ifDMFJSttl OO/jU^U M"C4 0#SJ&£"&fc o 

<D^A$tlfbBTG^7mgi[Cys 29 ]/3-T^n^ K (18-2 8) 
(Ta-Ktt«) 2. Omgi^U SJtS 

u 4 r-e 3 pw^Lfc. 

T^n^K (1-40) -BTGM, jS-T ^ n>f K (25-35) 
-BTG«M, /S-T^nxTK (1-16) -BTG«^ 
n-f K (3 5 - 4 3) - B S A*«£fl:*>$1^ttj8-T $ K (18- 
28) -BTGfltefcfc, ^ft-^ftjfo 8 0 a* g/PE«r^7 ^ h T 

(1) jS-D-tf^* h^-^-if (jS-Ga 1) mmtp-T$vf K 
(l-40)Of^|! 

jS-T^n^hMl-40) 70/xg (16nmol)^40/i lOD 
MSOfcSMfS*. hyxW5yi60nmo 1 (10M DM 
SOM) tN-^^ * i/jV- 3 - (2 - t°y ^ S^i^tf-) 
W-f(SPDP) 23nmol ( 7 /x 1 DMSO»80 i Sr^Dx. 

^?a-e9 o^s^$-e-/c 0 £j&$<£>£4£ 0 -g a i (mm&& 

mitmm, ^-V ^X—v^^J J*%tmi . 7mg (3. 3nmol) 
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(D&m (0. lMy >Wt&ffims pH7. 5 S 0. 4 5mlM)i: 

( L K B — 7 7 isTftM) TJ^Mt, j3-Ga l«*Hb/3-7$n 
W K (1-4 0) £#fc„ 

(2) 15#!7iHf/-?-**>>y~tf (HRP) *«Mtj8-7§n>r K(l 

- 1 <6)<Dftm 

JifE^flJl (2) T#^)tlfc[Cys 17 ])3-T^ K (1 - 1 6) i 

hrp «M*&a?ai£«feji, ^-yy^yMAttn) 

MMftftDC^ (EI A) (DM&fcbLtCo -ffcfrfc, HRP5mg 
(125nmol) £0. 95mlO0. lMyyiifi t pH6. 
8fc**§*, GMBS3. 6mg (1. 3/imo 1) ^r^tfDMF^ 
i50/il tSI^U M?&t?3 0 ftmKfoZ*£tz.<T>h. ^7 7 7 y ? * 

lAJtlfcHRP 3. 3 m g (78nmol) (2) -"CftM 

^ixfc[Cys 17 ]/3-r S n>T K (1-16) 0. 56mg (2 7 0 nmo 
1) ifcffi'&U 4°C~? 1 BfrJfcZ&tCo B.Jfc&V/l> h *>f)\>K c A44 
(LKB-7r/W^7tl) #7^T#MU HR PMmtP -T K 
K (1-16) £#fco 

(3) HRP^mb/3-T 5 n^T K (3 5-4 3) ©tfsjR 
±SEH*«I1 (4) [Cys 34 ] 0-7 S n>f R (3 5 -4 3) 

tHRPt^lU, E I A®mfl;& LfCo i"ft*>t», HRP 1 2m 
g (310nmol) Sri. 4ml©0. lMyyilfi, pH6. 
8Jt**** % GMBS1. 3mg (4. 5 /* m o 1 ) Sr^tfDMF^ 
llOO/i 1 fciB^U Ifit3 0^WSJ©$*fc©*>, t7rf^ 

£>#A£*lfcHR P 3 . 2mg (76nmo 1) £ HJfcfll 1 (4) "Cf£ 



- 52 - 



WO 94/17197 



PCT/JF94/00089 



Mt$titclCys 34 lp-T$ vlJ K (3 5-4 3) 2. 1 m g (7. 2/im 
ol) ££2S£>U 4«C"C1 B£j££*fc. SM!)/Hn^AcA 
44#7A-?#PIU HRP^a^iS-T^n>r K(3 5-4 3) £#fc 0 

(4) HRP£»fb/3 -TSn^r K (18-2 8) ©tfsJR 
[Cys 29 ] 0 — T ^ n^f K (18-28) iHRPfc^HU E I A 
(DMWiftb LtCo -tt£t>%, HRP16mg (390nmol) £1. 
4mlO0. lMJJytifi ( P H 6 . 8) GMBS1. 
lmg (3.9/xmol) Sr^tfDMF^l OO^l bU^^UX 
4 0^^$^©*,, ^777^^^0-2 5^7AT^MLfCo 
:®J;5l:U^lU-7K5 KSOfA$^HRP6. Omg 

(150nmol) £: [Cys 29 ] j3 — T ^ n K (18 — 28) 2. 5 m 
g (1 . 9 /zmo 1 ) ££$1-£U 4^2 0 RaSj&^-frfc,, 
jVY utf/VA c A4 4*7A1?MU HR P^f&ffc/3 -T ^ n^f K 
(18-2 8) 

(1) $-T % D/f K(l -4 0)£££Lfc^!7*O&jkm*<2^## 
0-7Sn^ K (1-4 0) ^r^S4»^v!7^mJfiL^^O^ttSr^ 

Iteh Sri 0 0/*g/ml^tfO. lM^HIf$ t p 

H9. 6$g#E£9 6 Di/^^nr^-Ull OOM fo^l, 
4^-? 2 4WfLt Kin, :/ h Z V yWiWffi£M±&& (P 
BS, pH7. 4) Tifei£LfcO*>, V *»<D£mom&&tiLZ&tS < 
1t&2 5%zfuv?^-x (Wft?LtSM±M) £^tfPBS£30 Qfx 1 
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/H^'^r-A [0. 1%BSA, 0. 1M NaCl, 1 mM M 
gCl 2 , 0. 05%CHAPS (3-[(a?$ Y7v¥>V)*?t<?;VT 
*VXfl,1b>m lQi.no. l%NaN3£^tfO. 02 
My^»««8u p H 7 . 0] 5 0/i K ^y7r-ATtUtfcv 
VX&P-T^ cff K (25-35) ^Ljfc^ 1 00^1 ^0^.4°CT1 
6l$fiS£JS£^fCo ftlc, — bSrPBS^tfc©*,, _k!EH 
Mm A (1) T?t^«[Ufej8-Ga 1 Sfrfc jS -T ^ n ^ K (1-4 0) 
(/<y77-AT2 0 OftMfir*) 100M SriDitM-Cl B£Jfc£i*r 

-^^i?^P7xy/>-j}-D-#7^ f->K (4-MUG) 
V % TS!I^t"5^J6, 2 0 a* g/mltf>4 -MU G <D'< y 7 r — A (frit L C 
HAP S«r£*fcv>) »«1 0 0 ai l^*Px.3 7tt 3 B£li8£J&£ii:fc 0 
Srt?SrO. 2MNa 2 C0 3 1 0 0 /* 1 MtLZZ. t ic± »JfltJh£*fc© 
"fc* j£$ttfc4 ^vvp^y 7iny^/ 1^— y — ^— (7 

EE © * x <d o 4 BE I c it ft ft ft v %a # »s b & g, ft e 
(2) 0-T5n>f K (2 5 -3 5) tftft Lfc^**©tfafc»*©a; 

fl-TSn^ K (2 5- 3 5) £&&*©^ ?*ft]fcm*©ft#fl&£ 
|BH8©#SfcK:J: VmiZLit. ?u?}) j 

^n7^f©4^;H:^y77-A5 0 ju 1, ^y77-ATf|? 
Ltc?txtilti-T$*J K (2 5 -3 5) ttAftS 0 a* 1 , fciUU: 
CD fff*lfc^-Ga H»ftK5n/f K (1-4 
0) (^j/77-AT10 0MU) 5 0/x 1 6 *|JQ£ 
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(3) j8-T5 o>f K (1 - 1 6) Sr^ftLfc-r^^^ftjfe*^©^ 

%BSA, 0. 4M NaCl, *5J;^2mM EDTAfc-^trO. 0 
2MV >&Mffim, P H 7 . 0] ^^77-0^1^ 
«7*£i0-T$ P^f K (1-16) ^Jk»5 0 fx 1 , £«ttf_hiEltJfc0iJ 
4 (2) T*ftML1tHRPMmtp-T$ K (1-16) (/<y:7 

^x/W^t^'/'^-flfv'^fA (KIRKEGAARD&PERRY LAB, INC, 

t^x vm^vito imv o o ju i ^-m^±^tz(oh, 

4 5 0 nmOKJlXSr^^— h y — ^— (MTP-32, = p ^ttSO "C$1 
£bfc 0 C^3H3 f^^o ft&Ltz7 VZ<D-?$X±T\Z p-T 

Sn^K (1-16) {C^-r5^ffi©±#^fcf>^f c „ 

(4) ^-7?n>f|f (3 5-4 3) Lfc-r !7*<Z>#tjk*if *o£t 

±HE^Jfefll5 (3) IB«0^«fe^oT, ^i>^-r^y ^n^y ^ 
£t#*££"^ ^?*$i/3-TS n-Y K (35-43) ft 

A«N &*V±mnMm4 (3) TfPl^fcHRP**fej9-r5 
K (3 5-4 3) *:EJ&3*<5£i:fcJ:iJ, -e^^lftjfiLfflftoiftfrftfc 
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(5) jJ-75o>f K(18-28) Sr^fcJS L/c^ t> * <Z>$iskm<P<Offi 

±E^JI^J5 (3) IE«0^fefc^oT> AS Pu'-fyy 

K -?$xtfLP-T* a J K (18-28) ft 
JiiLflN fe±t^±IB*lfcW4 (4) -Cfls«LfcHRP«*fl:j3-7$ nxf 

K (1 8-2 8) ££K:J:!K «r ?*&iijftf OfcvMSr 

JtftWWV^fl:HSr^Lfc«r ijr^mat LT 2 0 0 ~ 3 0 0 /z go^ 
H££3I£&*0. 2 5-0. 3 m fcO&IMRrtKigfti 
tSCtici »J Srfrfcofc. ^j^^3~4 B #<£t ?*a>£> 

J***r*fflU Xx^*.* y^a-Cffifc, £»U >f-^Oi>X. $ = 

^•lytyw^DA (mem) izwm&its mmftim&m 

*~^Mti&P 3-X63.Ag 8. Ul (P3U1) ZR^tz t*U^h 
Y\f-y#* 4 y t>( f us<4*u*?— T>Y ^fi;qv?- 8k 1 

(1978)] 0 uf&m^. mm c*-r^-, 256, 495(1975)] izmc 

Xftteotto tifrmiMJ&tt&lfiP 3 U 1 ZZti^tukm*^ 

Lfcl*MEMT3**»U *MM&fcP3Ul*©tt«5 : 1 (eft 
5«fc ?jH£LT> 8 OOHteTl 5^IRiat^«rtr«oTlitt%2t*$« 

jnja-A> (PEG) 6 0 0 0 (a?W f*tt«) «r 0 . 3alM, 

m 1 ©i^TMEM^jDU ^ff 1 5ml ©MEM«r;lni;tfc& 600 
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Jfii»*:^#1-*GI T^f-f iJrA (ft%MX) (GIT- 10% FCS) 
KP3Ul#lmlS!l2xl 0 6 0Kft5 «fc 5 U 2 4^;v 

f-f^s^a (Vy^u&W l:iDx;Hmlfol2 0!)x/W:S 
@Lfc 0 #fflJ&£3 7tT 5%fcm#x-( ^3r^-*-i£T* 

#Lfc„ 2 4^tHAT (fcjK^tyf>lXlO~ 4 M, 7?;^f 
y^4XlO~ 7 M, ^SS^l. 6X10-3M) ^fc*GIT-10 
% FCS** (HAT**) £1 lmlfotttSii: 
fc*tK HATMW&fc&WfcLfc. HATa&JMtt, *#Pi&3, 
6, 9 B^(Cl0^?r 1 m 1 JtTfcfc^, lm 1 ©HATM^i0t5 . 
:i:i:i'JIi^Lf: 0 ^>T^y K~ ^©if*it«:, SSM^9-14 0 
TBfcbft, Lfci:* x l o 6 Wml), ±J*$r 

p-T$.aJ K (1-4 0) Sr&gbfcT^gl&O^:?' y K~r 
<DX? V ~-~y?<DMM&\i: Lt, -r^No.l (# 1 SUMS) ^ffi 
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tt^-T5 o-f K (25-35)*J«fcCf(l-40)*y ^n-^-;^cD^#^ft 







£ IS 


ft 1) 






£A(l-40) 


ySA(l-28) 


0A(25-35) ft* 


No. 










1 


/SAC1-40) 


± 




BA-27 


2 




± 






. 3 


£A(25-35) 


± 




+ 


4 


// 


± 




+ 


5 


// 


± 




+ BS-85 


6 


// 


± 




+ 


7 


// 


± 




+ 



1)100 nlOJWCjSACMOX ^A(25-35)]*<#« Lfcll* 

+ . (B/BoXO.50 

± : 0.50£(B/Bp)<0.90 
- : 0.90£(B/B o ) 



fc^U B :ifcfcttmoifcmzl£& Liz 0 -Gainst 0K(l-m& 
Bo :f^##£li#0$i;#|;:*±£ L£ tf-GalSgMfc iff AQ-40)fi 
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K(2 5 - 3 5) Lfcv :/y K-^ 

^ V —~>?<D&M&}b L"C\ (£2 BUMS) *M 

^-T^p^K (1-16) *ft&\stf*<7X&#<Ds^'7V K— r 
T#&ti/t|S*S: [05® (c) ] (c^UfCo iti^tfe^'f^ 

fl-TSP'f K (35-43) fc&ftLfc-T^SfcO/M'i/y K- 
JBv*T*&iifc**fc C£5H(d)] K*Lfe, £*t&**a&fH 8« 

18-28) &ftmL1t-? $*&%<D^J7y K~v£x^ y-- 
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Vi0-Ti n<< KQ-16)^ ?n-^;Wjfc#0£j££ 



EL £ & 1) 



NO. 






pA(l-16) 




1 


+ 


+ 


+ 


BAN-052 


ft 

2 


+ 


+ 


+ 


BAN-11 


3 


+ 


+ 


+ 


BAN-30 


4 




— 


+ 




5 


± 


± 


+ 




6 


+ 


+ 


+ 


BAN-20 


7 





— 


+ 




8 


— 


— 


+ 




9 


+ 


— 


+ 


BAN-40 


10 


+ 


+ 


+ 




11 


+ 


+ 


+ 




12 


+ 


+ 


+ 


BAN-50 


13 


+ 


± 


+ 




15 


+ 


+ 


+ 




16 


± 


± 


+ 




17 


+ 


+ 


+ 




18 


+ 


+ 


+ 




19 


+ 


+ 


+ 




20 


± 




+ 




21 






+ 




22 


+ 


+ 


+ 




23 


± 


± 


+ 




24 


± 









1)100 nM<DiJtHC^Aa-40). ^AQ-28), /SA(1-16)]*<#SU^I^ 
+ : (B/B o )<0.50 
± : 0.50^(B/B o )<0.80 
- ' : 0.80£(B/B o ) 
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13^ 

ft 0-7 in* KC35-43)*/ * P-*vHrtfc®KJ6tt 

1) 



No 










1 

X 


+ 








9 


± 








0 
0 


V 




lgA, It 




4 


+ 




IgG3. k 


BC-35 


5 


+ 


+ 


IgGl. K 


BC-05 


6 


+ 








7 


+ 


+ 


IgGl, K 


BC-15 


8 


+ 


± 


IgG3. k 


BC-65 


9 


+ 








10 


+ 


± 






11 


' + 


+ 


IgGl, K 


BC-75 


12 


+ 


± 






13 


+ 




IgM, x 


BC-95 


14 


+ 


± 






15 


+ 


+ 


IgGl, /c 


BC-55 


16 


+ 


± 






17 


+ 








18 


+ 









1)500 ng/ml© j8A(35-43) **W2100 jKg/ml©7^y/W^-^J»#J!BJfifcB!gj 

+ : (B/BoXO.6 
± : 0.6£(B/Bo)<0.8 
- : 0.8£(B/Bo) 

Bo : RR*^^©lli#C^LfcHHPWMki9A(35-43)* 



- fil - 



WO 94/17197 PCT/JP94/00089 



M4m 

tt£-7S u4 K (18-2 8) ^^^n-^HftftoSlS^ 





£A(17-28) 


5AQ8-28) 






Mo. 










1 


+ 


+ 






2 




+ 




BP-01 


3 




+ 




BP-02 


4 


+ 


+ 




BP-03 


5 


± 


+ 






6 


+ 


+ 




BP-90 


7 




+ 






8 




+ 






9 




+ 







l)500ng/ml©^A(17-28). j9A(18-28)**^{*l/* gO/3ka-2VttmiELti£% 
+ : (B/Bo)<0.6 
±: 0.6£(B/Bo)<0.8 
- : 0.8£(B/Bo) 

fc^U B :!»tIi#^Ott<i|:|C|*^LA:HRP^^tiSAa8-28)fi 
Bo:$m^£B#©$t#ICM£ UfcHRPg§M:£Aa8-28)g: 



- 62 - 



WO 94/17197 



PCT/JP94/00089 



Lfc, ^-^y^Ufi, ITBALB/C"? 
9 *©JWJR»Jte«r fracas U 5 x l 0*mzftZ> X 5\z.M*.tt. * n- 
^J7V K~^«\ bbfrtft^^y/vjrj ;vq . 5 m 1 * 
m&ft& J *£il1t'v$x (BALB/C) l:i-3xi0 6 t;V/E5S: 

6-2 0 H*K:tffc#*#ll*«r*UtUfc. 

ilt^o SP*>, M6~2 0mlS:fi©^i®i (3. 5M 
NaCK 0. 0 5 %N a N 3 £^tf 1 . 5M^y^y, pH9. 0) 

nf^>-A-7^n-7 (Repl igenftBl) tfyAK&U 

(0. '0 5%NaN 8 «:^tfO. 1 M^aci'iMMftt, pH 
3. 0) t*WLfc, fcffifcttPBSfcafrLT^, 2BM8tfUfc© 
fc, 0. 2 2 l *m<D7j/l>*~-(* ])tfTftM)\z£VfammmL4X;h 

A-y WA;y-^h7yt>f (elisa) fe£fifofc 0 -r 

*fc#2/»|/mlfc*tr0. lM^ifi, PH9. 6«ft%9 
ttUfco ±i2^J£#J5^^fc;fr&K:^oT, *>*/KZ>5fe3H<z>IS^-6t 
se-TyperTM Sub-Isot yping Kit /qt7'> Ktfc«) 3:JBV*3EL I S 

(1 ) 3R^jfe-E I A (-to 1 ) 

(1-40) &3^Mt0-T$n^ K (2 5 - 3 5) 
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(1) *±tt£MW5 (2) IBttO^ifcteJ: »JW^, H^-EIAI: 

(#J3~1 5n g/ml)tWLfc, fcfc, JifEHi&M 5 IE 

fc«fc^y77-At#fiijifci(t#JW!5 0/« 1 , b-Y K 

*>5V*tt£ - b^ KflJ*^:/*^ h\ 0 -T 5 n>f K (1 

-4 0) (#T, *a«*Jfeffl©i9-T5n>r K (1-4 0) teBachem 
ttit/BAbfefcOfcHtfi) , £-TSb^ K (1-28) (Peninsul 
attiUfcA) eiViS-T^n^ K(2 5-3 5) 0/<y7 7-A»« 
5 0/* 1, fc±tJU:e3ttfc«4 (1) B«j8-Ga l*«{fci5-r5o 
J K (1-4 0) (^y7 7 -ATl OOMW £ 5 0 jt 1 Jq*., 4 
t^Tl 6l$raKJ£$*fc 0 SJfcfK PBST&#L?c©ib@*B±Og|i|f 
«tt»±G«lfeM5 (2) B«©;frifcfcJ:UHJ£Lfc. ft** (* 1 

^T*L©0tfl:fc/3-Ga l o>f K (1-40) 

£EfcU *fc^-r§D^K (1-40) (C*fLT^S^ttSrWUT 

*ffl«itT, U-7§n^K (1-40) *>*^Mt0 -T $ n.f K 
(2 5 -3 5) K^S^y *B-^,vfc#£ tt, «l*;h,BA-2 
7a (I gG 2 a, /c) ife5V^BS-85a (IgGl, k ) 
fcl^Mfe-EIAOm C*6B) BA-2 7aCD 

0-TSb^ K (1-40) nmmtomfrb, (B/B 0 ) =0. 5£ 
^S/i-T:* K (1-40) 2 0 0 nM, 40ng/wel 

ITibSCias^ofc, r©0tf*tt^-T^ c>f K (1 -1 6) 

, (1-28) fciUt/3-T^B^ j? (2 5 -3 5) (c 
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KKS^tStOO, jS-7^n^F (2 5 - 3 5) 
*&©T?Wt*v^ k&ftfro-ft mem (a) 3 0 B 
S-85aO^-7^^ K (2 5-3 5) 

( (B/B, ) =0. 5 £#;l58tWji£ : 20nM s lng/well) 
tt, P-7?n^K (1-4 0) fc#1"«S«tt ( (B/B 0 ) =0. 
5 Sr-^-x.5^iilig^ : 8 0 0nM N 160n g/wel I) (D4 O-f&TfcS 

(2) Jtefe-E I A (^2) 
0fc0-T5P-fK (1-16) 

ttfllS (3) E I Af^v>5^^ 

0-50ng/ml) tft^Ufc. fcfc, Jiv^^A^p^;,^ 

h\ i-ftfrtbp-TS; a J K (1—40) „ j3-T $ n>f K (1 - 2 
8) , [Cys 17 ]^-T ^ K (1-1 6) ©'<y 7t-C*»5 0 ai K 
fc±tf-hlB3*lt«4 (2) B«HRP*«ftj8-T5n>f K (1-16) 
(^y77-Ct2 0 0 0Mli) £5 Ojk UDx., 4TCT 1 6 

5 (3) B«©^SsfcJ:yai3eLfc 0 *** c* 2 *] 

(1-4 0) itilfctttt8l<fiiSL, *6lC*©Mf;fc|c»ftLfc* 

y^n-^^i $mm<Oo%l oag#jS-7 5 n^v(l-40) 
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(1-40) {d>ttLT:&&i^Sl&&£r^Ufc^-y ^ n 
-t/V^BAN- 052a (IgGl, ic) feit;BAN-50a 
(IgGl, k) ©3K£ifc-E I A©iB*& [J| 7H) (C^t- 0 rtlb 
p-T S K (1-40) , ]5-7^^K (1-28) , 0 
-TSp^ K (1-1 6) fc#LTIM*©EJ*tt*:#1-$£*##* 

-r^o-r k (i-40) ic*fbTi^v^s^s^4^^Lfc^/^D-^/^ 

£t#3@|£, B AN — 1 1 a (IgGl, k ) > BAN- 20a (Ig 
Gl, k) fc«fctfBAN-3 0 a (IgGl, « ) Sr^fcJteafc-E 
I A(ilfelt5^-75 n-Y K (1-40) Off9A|^Lfc, wftfc 
<£>6l#0> (B/B„ ) =0. 5 <5 0-T ^ n-'f K (.1-40) * 

2 5-7 0 nM (5~1 5 n g/wel l)<D^fflft{;:& y , tfiftffl 
V3femm<D^frm#>tbfl%frvtZo ^(DftfrX^ BAN— 5 0a 

*m^zm&m-E i A^M^mmmvhv. mo. 6n g /weii c 

(B/B„ )=0. 9]©j8-T$n^K(l-40) £&ffilirfg-e& 
(3) J^fe-E I A (^©3) 

oT/*-TSn^ KW& 0. 1 g£#fc e fcfc, ±BSH 

H0J7 (2) liO^l^ot, ^^^^A/^n^yy^^ 

1-ftt>t»i9-T5 n^f K (1-4 0) % [Cys 34 ] fi-TK *J K (3 5 
-4 3) , fcSVN{i±fET^yxN^-r-^!B#J3Kft*i3-T^ KM 
5h 8 J: #±13^*014 (3) E*HRP«*fkj8-r$nW K (3 5 
-4 3) (^y77-Ct5 0Mf) SrSiS^*fc 0 [&3£] 
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M^W.fcM&iFlstL'e S ^n-t;l/^BC-0 5 a ( I g G 
(4) I A (*<Z>4) 

ft^-T^n^K (18-28) *J ^ o-^^iff©SlS#AttSr 
±iB^J£0!J7 (2) 8B*©#ifcK:J: »JW*<fc 0 i"fc*>fc, #0i*MSr 

at^-T^o^K (1-40) , [Cys 29 ]j3-7 5 K (17- 
28) (Ta-Ktfc*) , CCys 29 ]^-T5 K (1 8-28) £«fc 
^-T5n^K(i-28) «rfll\ filtt^StDSC i: UT±EHlfc«4 
(4) EfHR PSMMfc P -T 5 K (18-2 8) C 

k (i 8-2 8) i^K^ttt^u-cajy, 

5fc5«R©ft#ttj8-T$W K (1 7-2 8) k %> Jttt^tt < RJfc 
Lfc„ V*Tft©ifc#fc0--T5 K (1-28) £ ±rjt/3 -7 5 n^f 

k (i-40) ir±s«;L**»ofe e 

£*i&©5*>* jJ-r^B>fK (17-28) £J:7jc0 -r$-o>r K 
(18-28) ©W#i:^v^jS:tt$r^--r'5 ; E-/ ^ o— ^Hft#B P- 

90 a (igGi, ic) ^^(omm-v^izm^z tthtz. 

(1) BS- 8 5 a -HRP 

BS-85ail{®^4. 2 m g ( 2 8 n m o 1 ) Sr^tf 0 . 1M!J 
^KttfHfc* PH6. 8^CGMB S 4 2 0 n m o 1 Sr^tfDMF 5 
0^ 1 ZMz., ^i&-C4 0#£££-frfc o I«t77T->nG- 
25*7A (flUM* 0. lMyy®l», p H 6 . 7) T*#$i U 
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^ h°m<Dmj<£tltz&iftmft3mg*mz 0 HRP12 
mg ( 3 0 0 n m o 1) £^tf 0 . 0 2 M V ^mmffifc ( 0 . 1 5 M 
NaCl fc^t?) , pH6. 8, 1. 4ml|CSPDP4. 5jumol 
Sr^tfDMF 5 0 fi 1 SrJnx., ^i&"C4 Oftfcfo£lttz 0 #cfcl, 6 8/* 
mo 1 WfjrXUj h-^^r^tf 0. 2MgmMft£ (pH4. 5) 
0. 5mlSr*D^, ^i&T 2 0 #£J& &-frfc^1r 7 7 7** ^ *G - 2 5 

(}gjtft&, 2mM EDTASr^tfO. 1M!) ^&SHirfl£ % pH 
6) -?#$iU SHlOfA^f:HRP8mg^fc 0 SHS 
©#A^fcHRP8mgi:-7K * KgO#A£*lfc£t#ij# 3 m g 
b*m&l,, =n^t^^ (VfrhV txftM) -VfoO. 3mll: 

*t?MLfc^*,, 4wi 6 mmnkWLtio Kfomz^Mmizo. 1 

MU^ii^ pH6. 5^^^S^';^^p^;^AcA3 4*7i^^: 
ttU BS-8 5 a -HRP«^^M^Sr^bfc 0 

(2) B A- 2 7 a -HRP 

^#<A2f&lC.fc BA-2 7 attfM£4.' 7mg£HRP14m 
g£ffl^TBA-2 7a-HRP^MlLf: 0 

(3) BAN-0 5 2 a -HRP 

mm<Olrmz£V y BAN-0 5 2 ailI^5mgiHRP 1 4m 
g SrfflV^T BAN— 0 5 2 a -HRPiM^l^lLt 

(4) BC-0 5 a -HRP 

^1i<Z>;fr&{£ XV. BC-05a mmmft 5mgiHRP14mgt 

SrffiV>TB C - 0 5 a -HR P«^#£ffc8il Lfc 0 
C^i£^J93 tyK-<ff)£-EIA (1) 
(1) B S - 8 5 a -HRPSr^Sf-:/ hV s^j£-E I A 
±fE^fc#J6ie^OfitMLfc^e/*n~- j-;«BAN- 0 5 2 a, 

BAN — 1 1 a % B AN— 2 0 a % B AN— 3 0 a „ BS-85a*fc 
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SBA-27a^lO/tg/ml^tfO. 1 PH9. 6 

®m&9 6 !^x/W^^a^i,-H:i OO/il 1* o#&U 4"CT2 

y^ai-* 3 0 0m 1 tiDi^^bbfco 

0. 2%BSA, 0. 4MNaCl, 0. 05% CHAPS, 
0. 0 5% NaN 3 £^frO. 0 2Myy®I®t, PH7] 

n/f K (1-4 0) M2p$!l OO/xl fcj&n*., 4tT24^ 
^£j££lt:fco PBSTfft^U©*,, ±iEJII£0!J8 (1) -effcRbfc 
BS-85a-HRP y 7 7 -C T 1 5 0 0te#fll) 100/*1£ 
JD*., 4t>T2 4*WEJ&.**fc. PBS "C?5fe?#-LfcO*>, ICttfl 
5 (3) B*©*«fe!CJ:yTMB«rfflV^TH*±0»*jStttr»36L*: 

K\ B S- 8 5 a ©3»^«feE I AfcfctfS P — T% f? ( i -4 q) 
fc#1-S£fcttf*ilGV^©THtfcj&»ofco L*>U ±m<D£ o\zp-T 
K (1-1 6) *$L&Ub~tZ>*; *n-^HK#*rH*BlcJi§^ 

^(C^-T^n^ K (1-4 0) 

BAN— 0 5 2 aOHttfcJSl**:** , fife© 3 MolftffBA i it®. L 
Tl 0~3 0teiM5*T*>y, 3 p g/welKAjS-TS n-fF (1-4 
0) fcttffi-f S£fc#T?tBTS>ofc. 

(2) BA- 2 7 a -HR P iSr^^^f-^ hVyffe-E I A 
mmz, BAN- 0 5 2 a, B AN— 1 1 a x B AN — 2 0 a N BA 
N-3 0 a. BS-85a JfcliBA-2 7 a &HJ£Lfc^>f * n ?V 
-Mc0-T5n>r K (1-4 0) ililOO^ 1 fcjD*. 4tt2 
4^^SiS^*fe„ PBSt^L^*,, ±iBHJ£0»J8 (2) Tf£M 
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IfcBA- 2 7 a— HRP (^y77-CT2 5 0 0 fgp^rfR) 1 0 0 /x 

0**Stt*TMBfcJ:!J»£Lfc (Sim £j£ 2 0 #) . H««r (£ 
100] BS-8 5a©i^^I, BA-2 7a^l^E 

IAfc»^Tf4^-T§n>f K (1-4 0) LRV^fctt** $ ft 

TtfV^^Kte, BS-8 5 a * V i,iS blzMmatlZ fi - T $ K 
(1-4 0) Mn:^^ofc 0 BAN-0 5 2 aW@ 

»J, 0. 6 p g/we!l©/5-T5n^ K (1-40) £&tfj^.5 r £ 2* 

(3) BAN-0 5 2 a-HRP^^5fyK^s'fS-EIA 
BS-8 5 a*fcttBA-2 7 a * J. (C /3- 

TSn-f K (1-40) ^IlOO/i 1 Ml*., 4t:T2 4«£ 
PBStf^Lft©^ -tiSHJfefcl 8 (3) T^ltfeBAN 
-0 5 2 a-HRP (/< jr 7 t - C T? 2 5 0 OflMRr*) lOOM^P 

«tt*TMBfcJ:y»fcLfc (»»£«2 0») 0 *** (J*iiR|] 
£©£5K % ft)ftfl8 (2) fcfta*©*, i-ftfet,, BS- 
8 5a*fcttBA-2 7iOC*mi*iU B AN — 0 5 2 a CO 

8 0 p g /we 1 1 £ «fc 1 0 p g/well©/3-T $ n-f K (1-40) £ 

B AN-0 5 2 a £@*B £ 5 1^ hV y^-E I AizB^X, 
TOCtBAN-0 5 2 a -HRP£/gV^ c ^ (^y7r-CTl 
OOOffiF**) {CIS, BA-2 7a-HRPtl^fc»# ('<*7 T - 
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c-ei 5 o ommm t&®Lx, &mmm&i/i o o&TbK&z 

1-4 0) ^5£^#£Lfcl^£a^ig&;ft.5 [01 2 HI) 0 

immmioi tywyfs-EiA (2) 

(1-16) ? n-^/^^o^^-e, ban 

-0 5 2 atfSS^^Tii&MfOf-^hV^-E I A*5-7Ltz^bfr 
f-^K^s^-E I AlCfcUigLfc&jS-TSn^ K (1-1 6) ^ 

; ? u—r,i>$ifc*MiR-?'<< £bKl 6@S^)^:^Srf^MLfc [02 
^) o ZO&m, B AN— 5 0 a £#5 i: 7t 0 [0 1 3 03 £ 

<fctf (»14H) {CBAN-5 0 a^lWitSfyK/fyf-E 

IAO^^lt r **^#fttt±lB§*JI0||9 (3) teflgofc$s, 
&BftWkBtb tTBS-85a-HRPIil 0 0 OffiMfrJR [01 3 HI] , 
BA-2 7a-HRP»1 5 0 0MI? [01 4^) %m^1t 0 Sfc, 
-ttfeaa^^WftttSrW^Sfc** ^-7^n^K (1-2 8) K*f 
i-SSlStttjttWLfc CBU'T©^^^-:^ n>f > (1-4 0) 

fcat-f-ssjfcttSr, £fco&j:tfA#/3-Ts p^r k (1-28) k# 

i-SSJ^tt^^-t-] „ *ttf>$Si&#£^TtK BAN- 

5 0a @1=9SrffiV''>/£.#'g'{j:iiB AN — 0 5 2 a &fa&m^1tm& b Jtifc 
LT2~3tei*/«£T*>!K BA-2 7 a -HR P««# 
fcirf 0. 2 p g/welltf>/3-TS n^f K (1-4 0) fcttttJnTfBTfc 
ofco V^©»)|»t,p-r5n>f K (1-2 8) Srtfeffi*?\ 

K (1-4 0) l:#^Tfc5:iW ofco 

[^JS^Jl 1] f>hVyfS-E I A (3) 

(1) BS-8 5a-HRP^fc|jtBA-2 7a-HRP^V^5ty 
hVyffe-EIACtit 

^Jfe#ll 0 IC^Lfci 5 MB AN- 5 0 a £@*B£t# £ LTJBV\ $ 
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ifri.ttB S-8 5 a - HRP$fcfci:BA-2 7 a -HRP^ffiWS 

2 mmw y K-r ^fs-Ei a ©sum ©#5*4* £ & kip l < tftft 

S-85a-HRPtt67 OfflMfrfc, BA-2 7 a -HRPI41 0 0 0 
ffiF#**JSV\ j3-r$n^K (1-38) , (1-3 
9) , j3-T§o>r K (1-40) , /S-T^n^K (1-42) fcj; 
Vp-TX n^T K (1-2 8) SSJE&ttfcW-sfc ( [|& 1 5 H] 

(a) s (b) ) . /i-75n/f K (1-38) j3-7 

K (1-3 9) tt£*m (5) ?ff|lfctOtH>fc, HJfe 
■fill (5) (1-38) fcJiTjtjS-TSnWK (1- 

3 9) fc#J6bfc3»*HPLC©»WW^t©*ix^*L©««W:, 
#17 (2) ©^SfefC^l^ BAN 0 5 0 a S:iV^»^E I Ale i iJ 
ftfcbfco Hff$#£ LTB S-8 5 a — HR P ^t^V^SIaE: 
*tt ( (ftl 5HU (a) ) , j8-7Sn>f K (1-3 8) , 0-7S 
»>f K (1-3 9) % fcitf jS-TS n-Y K (1-4 0) *»Si:A,JfR 
-<Dmg (0. 7 p g/well) TMfcffiU j3-75n^K (1-42) 
moVNTtt±IB© 3 U<D p -7 5 n/ Klc*f-f iritis ltl/2 

(i-2 8) «^<ifta*-f, hhmi o^m<o«f«^ft^ s 

LTBA-2 7 a -HRP£fflV*fcSlJ£3Rf4 ( [j& l 5 B] 
(b) ) , jJ-7§n/f K'(l-40) , (1-42) 
Sr^H-etlO. 2pg/well > 1 8 p g/wellO^^TMtt|LfCe 
^-T5o>f K (1-38) , 0-7* n-f K (1-39) fcoV^Ttt 
**l«L8 5 p g/well, 1 7 p g/well©tftffl^pr|gTfcofc 0 
#±©*t*a>e>, 5 a-HRPfcfli^fcSMM 
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R^tznft^Z? 1 ? KTfcS/S-T^n^ K (2 5 - 3 5) <D&n*%ts 

LTBA- 2 7 a -HR P %m^ftmfe%l* P - 7 5 n 

4 K (1-4 0) ©C**fc*lltt*#;fce>jii, )3-T^n^K (1- 
38) „ K (1-39) fei^jS-T^n^K (1-42) 

(2) BC-05a-HRPSr^V>5f-^K>f y^fe-E I A<Z>#gtt 

®*Btn;#:£ LTBAN-5 0 a SrffiV\ ^i&fti: LT±f2HJfe0iJ 8 
(4) -CfftRLfcB C- 0 5 a - HR P €rffiV>5f*^ K-Y y^fe-E I 
AOtfattfciiWMtetl^fc. ±f2Hi£0iJll (1) £Hgi§i£LTj3 
-T^o-TK (1-38) , 0-T$n>f K (1-3 9) , fi-T*u 
-fK (1-40) , jS-T^n^K (1-42) fcitffl-TSn^K 
(1-2 8) Ktti-aKJfcttfcP^fcas, ltli2 0 Oft 

*r#0>fc©«rfll^fc ( C#15Bn (c) ) o *<D&%: S :©BC-0 

5 a -HRPSr/B^fclJ-^ y^-fe-E I Ate, 0. 7 p g /well CD 
/S-TSn-f K (1-4 2) Srftffi^S^ fc#«rtB;Eofc#, j3 -7^ 
b^T K (1-4 2) ^©4S^>i3 - T^ h\ Irtefrh j3-7^n 
>f K (1-38) , jS-T^n^K (1-39) , (1 
-40) nXTfifi-TSuJ}' (1-28) tti<«|iJlfti»ofc. U 
tz&oX, Bffift#iltBAN-5 0aSrlt\ 8«friUBC- 
0 5 a-HRP£ffll^iJ-^K-r s^&-E i A fc s P-T$uj }? 

(1-4 2) SrtfJ&TiftlSftKlA^offiJOTa^WKHAttl-t-Sr ir^nTIB 

$L±V>WMkti>b s @*g£i#£ LTB AN- 5 0 a £/8V\ M^^iL 
TBA-27a-HRP*fc(iBC-05a -HR P Sr^ 5 2 UM<D 
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aiJ&**r*ft*#;b*3£ £\Z£ y % j3-7; n/f K (1-4 0) fcJ;U< 
K (1-4 2) *#;b*»ofc 0 

immmi 2] ^/^-tws^77^7^sffi« 

(1) BAN-0 5 2 aB^ft77-fS7 % -fBfto^ 
B AN— 0 5 2 a fcaaWUEBJEfc"*-* ^ t te J: 77^r^@ 
tB^ffrggLfco IP*), BAN-052a 45 mgiTSKgel AF 
-M/^hH/^ 6 5 0M <*VH*3M*tt«) 5g^0. 5 
MNaCl^O. 1M m&7kmi-hV 4'C-C-^H 
J&ZlttZo SW, 0. 5M«***Tft»t, iMN0>&H££*&SC 
O. SMNaClttO. 1M Ml*-** (pH8. 0) «K 
MTl*W£jfc3*fc B #^fcBAN-0 5 2 a - M^^hax* 

(2) BA-2 7a@]|fb77^=7 l ^@ffiO^ 
±B (1) iWifcLT, BA-2 7a*r**flfcH«fc1-.5£*fc 
J: , J77^7^ift^U 0 i-ftfet,, BA-27a 15mg 
iTSKgel AF-fWW^3/Wv6 5 0M 2gi^^ 
1 0ml OBA-2 7 a - M/^ha^^ e 

±MXM9112 (1) tfllfcBAN-0 5 2 altf|i77^7 

-f hhbk j: v mmLitr^y^ v-m&fionitumtr&ft-H P L 

CT£WU ^hV^-EIAfciot^ffLfc, 

ST, 7;VWv^ifo 1 ^ 1< 5al^y7 7 -ET 
2«fc*«K BAN-0 5 2 a-M/^h3^ ; ^^ (0> 
8X0.3cm) 0. 2% h y 7* 
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mffi&, mti&mi (5) E*©*tttJ:DVydac C4Zm^M 

ffi-HPLciaot^iu mmmi oie«©ban-5 o ang-s-g 

*B£:BS-8 5 a — HRP&<51W3:BA— 2 7a-HRP££;BV>5f- 
VhVs>7— E I A^*tfJir£*©jB-r5n-Y KSr3£*Ufc. 
(HI 6) i-^1"o #iSNo. 5 9ft ^^-7^n/f K (1-4 0) 
©»ffi4fc1Ifc»l*-&Lfcfc«>, Cftl6B] (a) (b) T^fc^fctj 
Sftfc&ftiStttt/S -TS P'f K (1-40) {c*fi-5^^i:#x.^n 

M*fcttil5M?©0-TS-P>f K (1-40) &&&-rz>Zktfmt>fr 
ifeofc^, (116^) (a) A^BS-85a-HRPO* 

TtfetijnriBft^a^^i^tnTVNsri^fe^ofc (#®n 0 . a 

7 8J:tfNo. 4 8) „ £jh,&©*fciJ4fc*W\ j8-T^n>fK(l-4 
0) <£^ffi&g«fc U &Tir h y/wgg#{£v^ie>, ^ino. 4 7 

fc£tfNo. 4 8T»ffl§tLSOtt/8 -T 5 b>T K (1-40) 

iy«*tto^«T**i:*^6,*i« 0 mmmi 1 ma 

#HTBS-85 a-HRP«r«V^5JBJE*tt, j8-T5n>f K (1 
-4 0) ©C^M, 2 HX^K t fc^f tT /I - 7 $ p 

^ K (1-4 0) bn*$<W&8t%G'tZ £ fctf^Silfco =S£oT N #B 
No. 4 7feitJ J No. 4 8 dbtLSM^ttfJ, K 
(1-4 0) ©C*»*^*Ufc^«fc#i-Sti©-Tf*>5Brj|Btt#i« 

C^J£#J1 4] TW^-?-m&%M&XP-T%vJ KW£05Wf 
(=¥&&ffi%) 1 lmgt«|:*j||U TSK G3000P 
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#7 A : T S K G3000PW (ly-tt^tl) 

ft 51 : 0. 5 ml 
±B3Wfcfll OfBifetf)BAN- 5 0a»^iBS-8 5a- 
HR P i^^V^5f•^ M y^-E I A^fflij^cpO i 8-7' 5 D>f K 

tt^B«)fen/t 0 :oi^i:o. 0 5% chaps^WS 
«U ^M^l (5) mm<D%&\Z£ V Vy d a c C4&m^zmn- 
HPLCKi^iLfc. S£ffifct££ CHI 7] 

#£>*ifcNo. 35^i^No.41-4 5 ©M^ix^tiSr 3 0 0 p 
lTommLtc<Dh, MMfrVf (HX1 10, B*m*ti:M) fcttLfc 0 
No. 3 5, No. 4 lfeiO!No.430I^|f^Sr CH 1 8 ] 
tewf. No.35ii^-7^n^ K (1-40) i>K No. 4 1 Wt/J-T 
5 o-f K (1-42) as, No.43tt^-75n^K (3-42) 

8ffi^#2S^&UT^5fcfct 0 n;50i^ * ^»teft oTV ^ 

^atfSISLT^fc. No. 3 5&^$/3-T^n^ K (1-4 

0) 0*JiHfc«K:-&Lfc o 

feo #M#3/* ltWfiU BC-05a-HRP(j:2 0 0Ml!T 

fiv^. 3^msr cm 19 m bs-8 5 a *ffiv**»£*-?K 

No.35feitfNo.41-4 5©Pffcr-*#, BA-2 7 a 

LTNo. 3 5©tf-*#, *fcBC-0 5 a *flv*s 
WtliNo.4 1-4 5©lf-^^tlj$^ o 
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cms^ii5D thmT^uj h'fy^fgmmfc (app) &b*<d 
p -r^vj \?izu±ftffimfc?y<?n (app) <dz 

U> APPSr=t-Ki-5 c DNAtt£;fc,$T(C5@IIjtA^c£;ftTV^ e 
APP695, APP714, APP751, APP770, t$£tfA 
PP 5 6 3 tmftlZ Z.flh<D c DNAii, |*J— <DA P P5t^^f>^ 

MAP P 6 9 50H^/7^-; KDNAfc^-fSfc 
k bAPP 6 9 5atfi-?©^o-=^^Srfrofe Q 

/Mtn5?-, 181, 466-47 2^-£\ 1 9 8 8^) Irjfoy 
7*5 K p ME 1 8 s It, t htttfl'ittJfeajfeOtoJteT 

&5MAC 1 OOc DNA7^ r/^JI-fcflsfiLfc. gEfc&^ft-Cl^ 
St h AP P<D c DNA^SIB^iJSr^^, * V/N°^«£a- KLTV^5 
liJ; !J_bflfc«©Efll (ir^*) 

5'-ATCCCACTCGCACAGCAGCGCACTC-3' 

(E8l#-t : 13) 

<BJ:tfT*l«©E*l (TV^iry*) 

5'-TGCTGTC CAACTT C AG AG G C T G C T G- 3 ' 

(SB?iJ#-^ : 1 4) 

©-£-/&DNA§rf£MU dtuSryn-^fcffiVN-tJifEc DNA7^^7 
V-Sr*^ y -~y?L1t 0 i^^cDNA^^n^y^L, 
«E?iJSr^fifc«(fltJfcfe-C»3febfci:i5, t^t^APP7 5 l&a 
- K-J*3 c DNAtfcofco Ut 10 fc^^-i: LTf£M 
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(Oftm-VX? V --^^Lfc^m, APP 6 9 5Sra-Kt5cDNA 
£#fc 0 APP75UAPP 6 9 50c DNA©ia^Jfi7 p nf7-f 
-O'fc lf^-««Sr»< i^m-Jfi:UTV>50t?, APP7510C 
DN A *$f^Zf7X% KDNAiAP P 6 9 50 c DNASr#077- 
^DNA&1iO#rL??&<£-£l*:T, APP6 9 5©cDNASrSRo7 p n 

mi&m i6] thAPP695 yhc6^y ^stoma© w 
a 

7yfC 6 ?«]|J& (ATCC CC L 10 7) t4, 3 7"C, 

5% CO a #ftT, ISlOcm©Sil->t-^ 10%17^^ 
AI»«r^trDMEM«r#*i:tT«F*Lfc. ±E&)M 1 5T«|&L7t 
b h AP P 6 9 5i*»^^9^ U'DNA 20/tg «r*jf"^>f 
WttJtfi^Srtfo:/?* 5 KDNA pTB6 (t;V • ^ fy^f t - • 
TVK'77^*/>^ 121 2 0 5-2 1 7^ 1 9 8 7^) 

/mi^^i/y (GiBCOtt) *aniT**ft«rt, iftttt* 

Lfc. #b*lfcit^*fcl 8tmmi 00M (OPBSCSi 

u £ 8% #y y^r^ k^sds 

APPvr^^^/^n-f;^ (^<-y r>^>r Att) £JBvn 

1tt? aLTstVfxiy h*n\<\ APP 6 9 5 <D&&mtfJkt)JH],sC 6 - 
6 9 5 - 1 8 £#fc 0 

c^jsm 7) thAPP69 s^mmc 6 ?v *—?mm%m±m\z 

^%.flZ> 3 k D a K<Z>&|iJ 
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-blBSfeJSW 1 ■ 6 flB4fc t hAP P 6 9 5ffiX3&C 6 if V *-^MJfa<D% 

tfc„ £f\ jm±*i y y Yfr*±&%nmi 2 (2) -e 

#b*lfcB A- 2 7 a - b l/^ h 3^*** 7 AtfflV^T^tt 
Mb, -<£&ffl®#£jg*f^Vy d a c C4^^5|ftHPLCl: 

*7A:Vydac C 4 (4. 6 x 250 mm) 

mMm' A®. (0. 1% h V 7A>*v*WpWtlrt 5%T"fch=h 

y 

Bij£ (0. l%hy7;l/to^t 8 0%7tf^ 

h y A>) 

±#*12\ 0#R5d>ttT2 5- 5 0%\zmm&)l>l 

iffiSt : 0 . 5ml /ft 
^2fe0!l9 (1) m&<DjjmKft\,^B P- 9 0 a SrHJfrffcLfc 9 6 
/W ^ D ^-K <BJ:iWMH** ITBA-2 7a-HRP^^ 
V^T, ±IBO^H P L CB^Ot^ K-Y y f E I A£fTofc 0 3ft V^6 
£Stt#»fc&*lfc#ifNo. 2 8&.fctfNo.3 8-3 9 £^«g Lff 4##f 
Srfrofcfc^;^ -fril^ftjS-TSn^ K (2 0-4 0) ^tzitp-T 

5b>tk (18-4 0) #±B4i^tjb5:i#ba»ofc 0 «± 

0>fc*2»& % B P- 9 0 a £<fctfBA- 2 7a «rJB^31J->< 



- 79 - 



WO 94/17197 



PCT/JP94/00089 



2 g ft £ J§ {ft 1- 5 & <£> £ % £ £> *l 5 o 



- 80 - 



WO 94/17197 



PCT/JP94/00089 



mm 

m^m^r : 1 

ge£iJ<D^£ : 3 8 

mm : 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly 
• 35 

mmm^ 2 

BB7!I©'££ 3 9 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val 
35 



- 81 - 



WO 94/17197 



PCT/JP94/00089 



m^m^r : 3 

WZM<D&& : 4 0 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val Val 
35 40 

: 4 

I2?Utf>;g£ : 4 1 
IB?IJ£>1! : T % ;m 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val Val He 

35 40 
: 5 



- 82 - 



WO 94/17197 



PCT/JP94/00089 



S2#J<£;g£ : 4 2 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys. Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val Val He Ala 
35 40 

E*J#* : 6 

IB?iJ©^$ : 4 2 

mm ■ 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val Val He Ala Thr 
35 40 

i2JlJ#-i§- : 7 
SEai©5$ : 2 8 



- 83 - 



WO 94/17197 



PCT/JP94/00089 



mm : 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Va) Gly Ser Asn Lys 
20 25 

IE?U#-^ : 8 

: 1 1 

Gly Ser Asn Lys Gly Ala He He Gly Leu Met 

5 io 

fBMtt : 9 

mm<DM •■ r $ ;m 

Met Val Gly Gly Val Val He Ala Thr 

5 



- 84 - 



WO 94/17197 



FCT/JF94/00089 



E?IJ#-^ : 1 0 
®M<0&& : 1 6 

un<onm • k 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyi Glu Val His His Gin Lys 

5 10 15 

: i i 

IB?iJ<a^$ : 1 2 

unburn. ^zfj- k 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 

5 10 

@B^IJ#-^ : 1 2 
E*U©£$ : 1 1 

sa^ij : 

Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys 

5 10 



- 85 - 



WO 54/17197 



PCT/JP94/00089 



S2^J#-^ : 1 3 
gB^lJOS^ : 2 5 

mmom : mm 

mmomm-momm ^dna 

ATCCCACTCG CACAGCAGCG CACTC 

12#J#-^ : 1 4 
lB?!l<£;g£ : 2 5 
iH^iJ^S : mm 

IB^lJ^mm : ffl&Ottlfc ^DNA 
TGCTGTCCAA CTTCAGAGGC TGCTG 



- 86 - 



WO 94/17197 



PCT/JF94/00089 



^ K - i: £#$£1- Sit #OftaSg 1 5fBS&<Dfct# 0 

5. ^-«^&5I*0®1|[11 125, 3£3 

mou^f^YKmrnrnzR^-t sban-o 5 2 at^^m 

«©»^^KKl4*J|«|fcKJtSr«r it#iit5BAN-5 0 a 



- 87 - 



WO 94/17197 



PCT/JP94/00089 



a r. i £#m £ -r s 0 -r ^ n ^ ks & 

12. Kfti^ / ^ D-t^-c^)5f|^©^iI 1 l>Sf2«©£t# e 
1 3. ff#©$£ffl^l 2 3£iE4fe©^/ ^ *-1-J\<1difc$:m£.'r%^zf 
14. Mf*©ttBJI!igU SI 7^, f^*£fcttffi*©ttB|n iqtB 

is. n*<om&ni-m&*<r>VLWb. m#<D$imm7m*iz\z%8m 

1 6. HttOftHgi lTOfcojIfl:^ lf*0|KH*igL S&7J££ 



- 88 - 



WO 94/17197 



PCT/JP94/00089 



$ 1 12 



t$7> NO. 




SufiLTt^^^ ( xJO 3 ) 



1/19 



WO 94/17197 

4 * 



PCT/JP94/00089 



% 2 SI 



*? * NO. 




125 25 5 1 

ftrttitMettifc (xio 3 ) 



2/ 19 



WO 94/17197 

* * 



PCT/JP94/00089 



% 3 El 



•*■ f 7- NO. 



o 

NT 




625 125 25 5 

m^m^m. (xio 3 ) 



3/ 19 



WO 94/17157 



PCT/JF94/00089 



No. 




ftjflL*fcMltt& ( x 10 3 ) 



4/ 19 



WO 94/17197 



PCT/JP94/00089 



a AntI-8A(1-40) 

3000 ' 



I5S 



I 3000 

W 1000 



I ■ I ■ . * I 1 I 

20 40 60 «0 tOO 120 140 



b Anti-BA<25-35) 

5000 




100 120 



C Afrtf-BA<1-16) 



3 J 
2- 






0 20 40 

Anti-BA(3&43) 


•0 


•0 1 


00 120 


0 20 


40 00 


80 


100 


120 140 



5/19 



WO 94/17197 

4 * 



PCT/JP94/00089 



H 6 IH a BA-27a 

120 I 





6/19 



WO 94/17197 



PCT/JP94/00089 



171 

3 BAN— 052a. 

l^T 




0 1 10 100 1000 10000 

1?* KBJK CnM> 
b BAN— 50a. 

— ; 1 




1 . to 100 1000 10000 

^rf-KSJS CnM) 



7/ 19 



WO 94/17197 

% * 



PCT/JP94/00089 



12. 




0.0 H |H I' ■ ■ i ■ 11 i ■ — I 

0 1 10 100 1000 



8/ 19 



WO 94/17197 



PCT/JP94/00089 




9/19 



WO 94/17197 



PCT/JP94/00089 




10/ 19 



WO 94/17197 



PCT/JF94/00089 




11/19 



WO 94/17197 



PCT/JF94/00089 



m 2m 




12/ 19 



WO 94/17197 



PCT/JP94/00089 




13/ 19 



WO 94/17197 



PCT/JT94/00089 



1 4 



B A— 2 7a— HRP 



10? 



in 
< 



-• — BAN-052a 
■A — BAN-50a 
BAN-052a 
-ft — BAN- 50a 




.001 



BAC1-40} 



| i 1 1 i i ii| i i 1 1 i if n i i i mm i i i 1 1 i i i I ' i 'I i i i i i i i 

.1 1 10 100 1000 10000 



<T7*^-r K (pg/well) 



14/ 19 



WO 94/17197 



PCT/JP94/00089 



10 



a BS-85a-HRP 



£ 
c 
o 

If) 

<r 
< 



.1: 



.01, 



.001 




10 



0 ".01 .1 i " "i'D ""i(3o" 

u oa ^ 7 1?LJ: (fmol/well) 
b BA-27a-HRP 



1000 



£ 
c 
o 
If) 

< 



.1- 



.0t 



.001 




0 .01 



10 



.i 1 Toibo 1000 
K(fmol/well) 
BC-05a-HRP 



£ 
c 
o 
If) 
sr 

wi 
.o 
< 



1- 



.1- 



.01i 



.001- 




0 ".01 



I mil 

.1 



1 10 100 1000 
7> K(fmol/well) 

15/19 



BA(1-38) 
BA (1-39) 
BA( 1-40) 
BA(1-42) 
BA(1~28) 



BA(1~38) 
BA (1-39) 
BA (1-40) 
BA (1-42) 
BA (1-28) 



BA (1-38) 
BA (1-39) 
BA (1-40) 
B A (1-42) 
BA (1-28) 



WO 94/17197 



PCT/JP94/00089 



3 

c 



20- 



< 70 
ffl 



20- 



f 1 61 



BS-85a-HRP 



0 AC1-40) 



1 


1 


. Ill, r,n 


■ 

nn. 



30 



40 



50 



60 



70 



u 



20 



BA-27a-HRP 



30- 


JAC1-40) 








r 




| 20- 

O) i 








SI 

1 









30 



40 50. 



60 



-40 



-20 



70 



16/19 



WO 94/17197 



FCT/JF94/00089 



mi 7m 




17/ 19 



WO 94/17197 



PCT/JF94/00089 



100 



a No. 35 



m is is 



m 



80: 
GO- 



40 



4329.5(1-40) 



(2-40) 




20fco0t0 ^ & ?426 



4000 4100 4200 4300 4400 4500 4600 4700 4800 4900 5000 

M/Z 



100 



b No.41 



80: 
3 60- 

or! * 

m 1 

'2CH 



(4-42) 
41992 




> (2-42) 
4398.8 



4514.3(1-42) 



'4000 4100 4200 4300 4400 4500 4600 4700 4800 4900 5000 

M/Z 



100 



C No. 43 



80J 
20d 



(3-42)-H20 
310.3 



p31 



(2-42) 



(1-42) 
45143 



(4-42)426Z3 4399.1 

ok^ 

4000 4100 4200 4300 4400 4500 46b0 47&0 48bo 4^X) 5000 



(11-42)-H20 
"318.4 




(9-42) 



(8-42) 

355 ?V (3-42)-H20 



! 37593 ^O- 9 



2000 2500 3000 3500 4000 4500 5000 

M/Z 



18/ 19 



WO 94/17157 



PCT/JP94/00089 



mi sm 



a BS-85a 



£ 



BA(1-40) 












Jul 


, , Hflflflnnnnnnnnn 



as 33 34 21 28 37 38 23 30 31 33 33 34 33 30 37 3* 33 40 41 43 43 44 43 40 47 40 40 30 < 1 S3 S3 34 S3 33 87 33 



b BA-27a 



200- 








E 

a 
c 

w 100- 




^ 




< 

m 

■ 

















83 33 34 33 30 37 38 30 30 31 33 33 34 38 30 37 33 30 40 41*43 43 44 



C BC-05a 



1 - 




00 



33 33 34 33 30 37 30 30 30 31 32 33 34 33 38 37 38 30 40 41 43 43 44 48 40 47 48 48 30 81 83 33 84 88 88 67 8« 



19/ 19 



INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/JP94/00089 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. Cl5 C12P21/08, 15/06, 5/20 // (C12P21/08, C12R1:91) 

According to International Patent Classification (IPC) or to both national classification and IPC 

B. FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 

Int. Cl5 C12P21/00, 21/02, 21/08, C12N15/02-15/90 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
BIOSIS PREVIEWS, WPI 

"andibody", "antiserum", "beta", "amyloid", "terminal", "C", "N" 



C DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


X 
Y 


Nature, Vol. 359, (1992), P. Seubert, et. al. 
"Isolation and quantification of soluble 
Alzheimers S-peptide from biological fluids", 
P. 325-327 


7-13 
16-17 


X 

y 


Journal of Neurochemistry, Vol. 59, No. 6, 
(1992), J. P. Anderson, et. al. 
"An alternative secretase cleavage produces 
soluble Alzheimer amyloid precursor protein 
Containing a potentially amyloidogenic 
sequence", P. 2328-2331 


11-13 
16-17 


X, P 
Y f P 


Journal of Chemical Neutroanatomy, Vol. 6, 
No. 3, (1993), K. Imaizumi, et. al. 
"Coexistence of amyloid B-protein precursor 
and basic fibroblast growth factor in single 
cells of the rat parietal cortex, hippocampus 
and basal magnocellular nucleus", P. 159-165 


7-10 
16-17 


X, P 


Acta Neuropathologica, Vo. 85, No. 2, (1993), 
H. Takahashi. et. al. "Monoclonal antibodv to 


7-10 


X Further documents are listed in the continuation of Box C. | | See patent family annex. 



Special categories of cited < 

document defining the general state of the art which is not considered 
to be of particular relevance 

earlier document but published on or after the international filing date 
document which may throw doubts on priority daim(s) or which is 
cited to establish toe publication date of another citation or other 
special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other 
means 

P" document published prior to the international filing date but later than 
the priority date claimed 



M T* later document published after the international filing date or priority 
date and not in conflict with the application but died to understand 
the principle or theory underlying the invention 

M X M document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

"Y*° document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 

**&** document member of the same patent family 



Date of the actual completion of the international search 
April 13 , 1994 (13. 04. 94) 


Date of mailing of the international search report 
April 26, 1994 (26. 04. 94) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 
Ps\m prTVTCAnm ^<wv«it «k**»\ st..i., iooox 


Authorized officer 
Telephone No. 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP94/00089 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 1 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



$-peptide recognizing amyloid deposits neuronal 
Cells and lipofuscin pigments in systemic 
organs", P. 159-166 

Neurobiology of Aging, Vol, 12, No. 2, (1991), 
G. M. Cole, et. al. "Accumulation of amyloid 
precursor fragment in Alzheimer plaques", 
P. 85-92 



16-17 



Form PCT/1SA/210 (continuation of second sheet) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP94/00089 



Box I Observations where certain claims were found unsearchable (Continuation of Item 1 of first sheet) 



This international search report has notbeen established in respect of certain claims under Article 17(2)(a) for the following reasons: 
Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority, namely: 



1. Q Claims Nos 



2. 1 I Claims Nos j 

because they relate to parts of the international application that do not comply with the prescribed requirements to such 
an extent that no meaningful international search can be carried out, specifically: 



3. I I Claims Nosj 

J— J because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 



This International Searching Authority found multiple inventions in this international application, as follows: 
- as per attached sheet - 



1. nn As all required additional search fees were timely paid by the applicant, this international search report covers all 
^""^ searchable claims. 

2. | | As a II searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 
of any additional fee. 

3. [ ] As only some of the required additional search fees were timely paid by the applicant, this international search report 
1—1 covers only those claims for which fees were paid, specifically claims Nos.: 



4. [~| No required additional search fees were timely paid by the applicant. Consequently, this international search report is 
1—1 restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest | j The additional search fees were accompanied by the applicant's protest. 

| | No protest accompanied the payment of additional search fees. 



Form PCT/ISA/210 (continuation of first sheet (1)) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP94/00089 



First, claims 1 through 6 and 14 through 17 pertain to anti- 
bodies that react with a partial peptide on the C-terminal side 
of 3-amyloid or a derivative thereof, an assay method using the 
antibodies, and hybridomas producing the antibodies. Second, 
claims 7 through 10 pertain to monoclonal antibodies that react 
with a partial peptide on the N-terminal side of 8 -amyloid or a 
derivative thereof and hybridomas producing the antibodies. 
Finally, claims 11 through 13 pertain to antibodies that react 
with a partial peptide on the central portion of 6 -amyloid or 
a derivative thereof and hybridomas producing the antibodies. 

In addition, the antibodies (including monoclonal ones) that 
react with 0 -amyloid or a derivative thereof are well known, and 
hence these three groups of inventions cannot be deemed to relate 
to a group of inventions so linked as to form a single general 
inventive concept. 



Form PCT/ISA/210 (extra sheet) (July 1992) 



a r m s « # 



HRlflH*^ PCT/JP 



9 4 / 00 0 89 



a. m<om*i»m<x>»m (BR«mH« (ipo) 

Int. CZ» C 1 2P2 1/08 . 1 5/0 6 . 5/2 0 

✓ (CI 2P2 1/0 8 . CI 2B1 : 9 1 ) 

■tt^^ttW*** (HI*t$8F#lB (IPO) 

Int. CI* CI 2P2 1/00 . 21/0 2 . 2 1/0 8 . 
CI 2N1 5/02-1 5/90 



BIOS IS PREVIEWS . WP I 

" and i body' . *ant i serum* . "be ta*. , »my 1 o i d * . ■ t ermi nal*."C\^T 



Nature ,$3 5 9$, (1992 ), P. Seubert .et al 
X^. "Isolation and quantification of soluble 7 — 1 3 
Y Alzheimors /-peptide from biological 16 — 17 

fluids * . p. 32 5-327 



2 CSJ©ft§Ct>3t»*<JlI*SnT^5. 



TAJ #CD8«©**3tltt-Cli<t<, -ttKftffi^m^^t© 
TLi ^*£8»cB«*ISg*SXM0m<i©£l«©36fTB 

FPj @S5ffiBBSirT, froflB£tfc©£S©«Bt<£*HJH©B 



BIKill2*3E7L*:B 

13. 0 4. 9 4 



B *ffl#I*ff (ISA/JP) 
KS*^ 1 0 0 



K5lfflf**>© 

sxttit^wtAos^t^^^ns t>© 



tfWr*2fc («S©*-5«fl) 4 B 9 3 5 

WB#5 03-3581-1101 m 3449 



ttSCPCT/I SA/2 1 0 m2*-'J) (1 9 9 2*7J?> 



-I? 



BffiUMK* PCT/JP 94 / 00 089 



c (is*) . H«r*fcB*>e>ns:£itt 



war* 

»#<D«I1©*# 



T 



X.P 



y.p 



X.P 



y.p 



Journal of Neur ochemi • try . 95 9| ,$6#, 
(1992), J. P. Anderson, et al 
"An alternative seeretase cleavage 
prodne«8 soluble Ala he inter amyloid 
precursor protein Containing a potentially 
amyl o idogeni c sequence*, p. 2328 — 2331 

Journal of Chemical Neuroanatomy, 
«I6#.£3^, (1993 ), K. Imaizumi . et a I 
"Coexistence of amyloid ^—protein 
precursor and basie fibroblast growth 
factor in single cells of the rat 
parietal cor tex . hippoeampus and basal 
magnocel lular nucleus*, p. 159 — 165 

Acta Neuropathologi ea . $8 5# . & 2 . 
( 1 993), H. Takahaahi . et al 
"Monoclonal antibody to I— peptide 
recognizing amyloid deposits neuronal 
Cells and lipofusein pigmemts in 
systemic organs*, p. 15 9—166 

Neurobiology of Agi ng , $1 2# .m2-%, ( 1 9 9 1 ), 
G. M,Cole.et al * Aeeumu 1 at i on of amyloid 
precursor fragment in Alzheimer plaques*, 
p. 8 5 —9 2 



11-13 
16-1 7 



7-10 



16-17 



7-1 0 
1 6-1 7 



flWPCT/ISA/2 1 0 OH2^-^<Z>«*) (1 9 9 2*7J1) 



sismras^ pct/jp 94 / 00089 



fc#8£*3S (PCT1 7*(2)(a))©«€«c«k0, C©@H5H2ff^(4ft®afiir«k 0»*®illl©-«CICo^rff«L-/ < i*>o/i. 
1. □ 9l*©«Sffl I** -®SI5SI2«KA<SH5*1-4Ci:=&SU«c^*faic«5fccD-e*S„ 



3. □ S*©i8ffl l±, 86K»*CD|Bilt«-9rPCT«Ii|6.4 (a) ©* 2 XRtf* 3 £©«£!::'£ ^TE 



If #©ttH 1 - 6 . 1 4-1 7 It, ;-7?P-f K4fcl**«Q» 
So IS«Otl7-l 0**, fi-T%*4 K * fctt*«D»iS 

2 . □ iiinM5#«tt*8*r s * -e < % -r^Tfflas^S6<j»*©iBincot >ths^« c tan?**:©?, aMoaeMmo 
toft*****-**:. 



4. □ fflli>U<d^'SM]!lDH«#»f**ll3lilrtKtt(tLitt^- 5 fc© , r, C©SBS»I2«#li, »*©ISIf ©SSJirestsnTi^fcBJi 



gjiD9i£#&&©£&©$2T cam- £ as 



ftSCPCT/I SA/2 1 0 (Sl*-i>©tt«l)) ( 1 9 9 2*7M) 



Hffiffifire PCT/JP 94 / 00089 



JH-0-«W»9ittA'Sr^«-r5 J: 9 fcSW L t \,>* -POSSE *e 



8«PCT/ ISA/2 1 0 (tfaK-i?) (1 9 9 2*7JI> 



